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PREFACE 

This book has grown to its present state of publication during more than 
three years of war time. Glanced at superficially, its outlines may appear 
to comprise a well-defined entity. However, those who have contributed 
to its growth are aware of many a wound inflicted upon its form by the war 
and of many a defect, the scars of which are conspicuous enough, though 
they have not abolished the integrity of the basic idea. 

The subject of the book is physiology; not ‘‘physiology from above,” but 
“physiology from below not physiology originated essentially to fill 
human needs and help suffering individuals, but physiology as a branch of 
physical chemical science dealing with life as a physical, though exceed- 
ingly complexjS^tem, that may be subjected to scientific analysis like any 
other natural 'Object. 

In this preface the idea of the book will be made clear to the reader by a 
brief abstract from the eight sections, which appear in the table of contents. 
It will be convincingly shown that it is not only possible, but of importance, 
to anchor physiology even deeper in physical chemistry than was done pre- 
viously, i.e., even closer to the fundamentals, on which our concepts of 
inorgatiic nature are erected, and when one tries to segregate the elementary 
process e^combined in the life of a cell. and to analyze them with the new 
tools of modern physics, this attitude makes more discernible the great 
number of unsolved problems. 

During the last four decades a tremendous revolution in our conception 
of the inorganic world has taken place, which during the last twenty years 
has progressively seized the aspect of the world of organisms. For qualities 
of matter spatially distributed quantities have been substituted; chemistry 
has more and more become a branch of physics. 

In our book this trend is described in Sections 1 and 2. Beginning with 
a survey over the fundamentals of classical physical chemistry, a compre- 
hensive part is devoted to outlining the numerous grades of structural com- 
plexity, beginning at the low level of atoms and molecules and defining the 
various electronic and nuclear forces which are involved in their linkage or 
disrupture. Then, ascending through levels of greater and greater aggrega- 
tion, the rank of such giant molecules is attained as we meet in the synthetic 
polymerization products of organic chemistry on the one hand, and in the 
huge aggregates of amorphous colloidal micellfle, of aniso diametric thread- 
like and leaf-like units, from which by interaction and orientation emerge the 
fibrils and fibers, the films, membranes, and septa, so widespread in living<'ells. 

With the subsequent sections, 3-8, the actual field of cell physiology is 
entered. Section 3 briefly refers to the structure of protoplasm. Here, 
reasons are offered for the existence of submicroscopic particles of an even 
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higher order of aggregation. As these particles are intermixed with macro- 
molecules and molecules of smaller and smallest dimensions inside and 
around the protoplasm, it is made clear that they are subjected to spatial and 
temporal changes brought about especially by the metabolic reactions. 
Therefore, the next logical step is to assign functional i.-m e to the 

various structures and to their changes. 

Among these superstructures the most outstanding importance is 
claimed for the plasma membrane as an interphase between living and non- 
living (Sections 4 and 5). The plasma membrane has often been thought 
a “mixed film,” and ft will be shown that, on the basis of studies upon red 
blood corpuscles, plant cells, an d other objects, various fairly simple patterns 
could be proposed to portray its submicroscopic architecture, also changes of 
permeability due to disarrangements in this interfacial colloidal structure in 
response to the influences of ions, narcotics, the electric current, and others. 

However, it also will be explained in these sections that these patterns 
are found entirely unsatisfactory in view of the fact that permeability is 
altered not merely following artificial alterations in the surrounding media 
or following external stimulation. Instead, this “mixed film” appears as 
an “active organ,” where metabolic processes are somewhat associated with 
a transport of solutes* or of solvent against the* concentration* gradients 
between the interior of the cell and outside. In other words, work derived 
from the expenditure of metabolic energy can be done by this superstructure, 
provided the free energy is disposed of in an adequate succession and char- 
acteristic involvement of the chemical reactions, as explained in Sections 6 
to 8. 

By this statement the reader will be confronted with one of the central 
problems of general cellular physiology, namely, the mechanisms, by which 
in such submicroscopicat cellular structures the liberated energy can be 
utilized to perform work. Beside the plasma membrane there is another 
microslructure, the thread-like aggreg.ili*^ of myosin molecules in muscle, 
where the problem of interrelation between mechanism and metabolism 
seems to be more accessible. It will be shown (Section 7) that the myosin 
threads themselves seem to release the transformation of certain muscle 
metabolities which reciprocally cause the threads to shorten and to relax. 
Possibly, one likewise can arrive at an approximate interpretation of the 
mechanism of active transfer, this characteristic property of the numerous 
... and secreting membranes, by roinp'iring them with the sieve 
membranes as analoga, which, endowed with pores* of different widths, with 
pore walls carrying different electric charges and placed in solutions of dif- 
ferent ion concentrations, may be assumed to establish anti -diffusion and 
anti-osmotic effects with water and ions (Section 8). 

Certainly, such interpretations lie as yet rather far beyond the limits of 
exact and definite statements. However, perhaps the viewpoint of the 
physicist, which in this book has been pushed into the foreground, lends 
itself to such extrapolations, especially as physics is on the way to open new 
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and wide areas to problems in the field of molecular structure. On the other 
hand, in choosing a new start from a new base line, we have ignored or at 
least neglected in our text several important recent trends of physico- 
chemical investigation into physiology and also older observations and con- 
clusions, which in the meantime have been turned over into, the stock of 
common \ ’ In this respect the book cannot claim to offer a uni- 

versal information in the field of physical chemistry of cells and tissues. 
But it may guide to new roads into the unknown. 

Grateful acknowledgment is made to the' Carnegie Corporation of New 
York for a grant-in-aid to complete and to edit this book. 

Special thanks are due to The Blakiston Company for their liberal agree- 
ment to extend considerably, with respect of war time conditions, the time 
limit of the contract and for their niirjiiling co-operation and assistance. 

Rudolf Hober. 
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Section 1 

SELECTED PRINCIPLES OF PHYSICAL 
CHEMISTRY 

By DAVID I. HITCHCOCK 








INTRODUCTION 


The recognition of physical chemistry as a separate branch of science 
is associated with the foundation, in 1887, of the ZeitschriftfUr physikalische 
Chemie. The early volumes of this journal contained the well known 
papers of Arrhenius, van’t Iloff, Ostwald, and Neriist on electrolytic 
dissociation, osmotic pressure, dissociation constants, and electromotive 
force. These papers had been preceded, however, by a number of impor- 
tant contributions, including the work of Poiseuille (1843) on viscosity, 
Wilhelmy (1850) on reaction velocity, Pick (1855) on diffusion, Guldbcrg 
and Waage (18B4-B7) on mass action, and Gibbs (1875-78) on hetero- 
geneous equilibrium. A number of the early workers in physical chem- 
istry were men of biological [raining. Poiseuille was a physician, Pick was 
a physiologist, and the work of the botanists, Pfeffcr (osmotic pressure, 
1877) and de Vries (plasmolysis, 1882), as well as that of a physiologist. 
Hamburger (hemolysis, 1883), was used by van’t Hoff in the development 
of his theory of solutions. In more recent years the application of physical 
chemistry to biological phenomena was particularly emphasized in the 
writings of Hober and of Bayliss. 

Physical chemistry has been divided into the study of laws applicable to 
systems in equilibrium, and of laws governing the rates by which equilibrium 
is attained. Since living cells and tissues are not in ‘equilibrium, although 
many of their properties show remarkably steady states, the discussion of 
rates must occupy a prominent place in the present work. 

The treatment of physicochemical principles in the first part of this book 
is based on the assumption that its readers already have some 'knowledge of 
the subject. The study of this book might well be preceded by the reading 
of one of the elementary texts in the following list, or accompanied by the 
use of one of the intermediate or advanced texts. 

Text Books of Physical Chemistry 
El cm entary 

Findlay, A., Physical Chemistry for Students of Medicinp: Longmans, London, 1931. 

Chapin, W. H., andL. E. Steiner, Second Year College Chemistry: Wiley, New York, 1038. 

Hitchcock, D. I., Physical Chemistry for Students of Biology and Medicine: Thomas, 
Springfield (Illinois), 1940. 

West, E. S., Physical Chemistry for Students of Biochemistry and Medicine: Macmillan, 
New York, 1942. 

Intermediate 

Millard, E. B., Physical Chemistry for Colleges: McGraw-Hill, New York, 1041. 

Gucker, F. T., Jr., and W. B. Meldrum, Physical Chemistry: American Book Co., New 
York, 1042. 
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Getman, F. H., and F. Daniels, Outlines of Physical Chemistry; Wiley, New York, 1943. 
MacDougall, F. H., Physical Chemistry: Macmillan, New York, 1943. 

Advanced 

Taylor, II. S., ed., A Treatise on Physical Chemistry, 2nd ed., 2 vols.: Van Nostrand, New 
York, 1931 [also 3rd ed., vol. 1, 1942, vols. 2-5 to be published). 

Glasstone, S., Text-Book of Physical Chemistry: Van Nost^and, New York, 1940. 

Biological Applications 

Httbcr, R., Physikalische Chemie der Zelle und der tiewebe, 1st ed., 1902; Bth ed. : Engel- 
mann, Leipzig, 1920. 

Bayliss, W. M., Principles of General Physiology, IsL ed., 1915; 4th ed.: Longmans, London, 
1924. 

Principal Notation Used in Chapters 1-5 

a area; activity; initial concentration; empirical constant. 

h initial concentration; empirical constant, 

c concentration (moles/cc.). 

d differential; density. 

e base of natural logarithms. 

f activity coefficient; frictional resistance. 

g osmotic coefficient. 

k velocity coefficient; any constant. 

m molality (moles/kg. HzO). 

n number of moles or equivalents. 

j) pressure; negative logarithm. 

q heat absorbed, 

f radius. 

t time; temperature [Centigrade). 

ta transference numbers. 

V mobilities of ions. 

V volume. 

w work done. 

X distance; mole fraction; concentration of reaction product. 

y fraction transformed, 

z valence. 

A work content; empirical constant. 

B empirical constant. 

C concentration (moles/liter). 

D diffusion coefficient. 

E electromotive force. 

Ea energy of activation. 

F free energy. 

F faraday. 

11 heat content. 

K equilibrium constant. 

M molecular weight; molar (moles/liter). 

N Avogadro*s number; normal (equivalents/liter). 

P osmotic pressure. 
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Qio temperature coefficient. 

R gas constant. 

S entropy. 

T temperature (absolute). 

TJ internal energy. 

V volume (of solvent). 

OL gas absorption coefficient (Bunsen). 

^ gas solubility coefficient (Ostwald). 

rj viscosity. 

Xc, Xo ionic conductances. 

jj, chemical potential; ionic strength; micron. 

3 . 1416 . 

increment. 

freezing point lowering, 
equivalent conductance, 
summation. 






1 

DIFFUSION IN LIQUIDS 


1. Fick’s Law of Diffusion. — Perhaps the simplest kind of physico- 
chemical reaction is one which is hardly chemical at all; namely, the diffusion 
or spontaneous transfer of a dissolved substance from one part of a solution 
to another. It was shown by Thomas Graham as 
early as 1850 that the rate of diffusion varies with 
the nature of the dissolved substance, and the 
quantitative description of the diffusion process dates 
from 1855, the year of the publication of Pick’s lawJ 
Pick made the reasonable assumption that the 
flow of matter in diffusion ought to follow the same 
law as the conduction of heat, which had been 
treated mathematically by Pourier, with the sub- 
stitution of quantity of solute for quantity of heat, 
and of concentration of solute for temperature. 

That is, the rate of diffusion, or the ainounl of sub- 
stance crossing a given area in an infinitesimally 
short interval of time, ought to be proportional to 
the cross-sectional area and to the concentration 
gradient. In symbols, 


dn = —Da 


\dx J i 


( 1 ) 


dX 


Here dn is the amount of substance which passes in 
the time dt across an area a where the concentra- 
tion gradient is dcjdx. The constant of propor- 
tionality, or the diffusion coefficient of the substance, 
is represented by Z), and the negative sign appears 
because diffusion takes place from a region of higher 
concentration to one of lower (Pig. 1). Pick realized 
that the value of D, for a given solute and solvent, 
tended to increase somewhat with temperature, and 
later work has shown that D also tends to increase 
toward a limiting value as the solution is diluted; 
the latter trend is especially characteristic of solutions of electrolytes. 

^ A. Fick, Ann. Fhysik und Chemie (Foggendarff), 94 (170) : 59, 1855; Fhil. Mag., [4] ID: 
30, 1855. 


Fig. 1. — Diagram- 
matic side view of a 
diffusion cell. The arrow 
indicates the direction of 
diffusion if ci is greater 
than cg. Since this direc- 
tion is taken as positive, 
the concentration gra- 
dient, dc/dXf is negative. 
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Because ol these minor variations, it is preferable to refer to D as the 
diifusion coefficient rather than as the diffusion constant. It will be seen 
from equation (1) that D has the dimensions of area divided by time. In 
the centimeter-gram-second system D is expressed in cm.^ sec.”^ but it is 
sometimes expressed in square centimeters per day. If dn is expressed in 
moles and dx in cm., dc must be moles per cc. (not moles per liter). 

If the minor variations in D are neglected and the area is fixed, equation 
(1) still contains four variables. This number may be reduced to three by 
a consideration of the relation between n and c. In an element of volume 
bounded by parallel planes of area a separated by the distance dx (Fig. 1), 
the concentration will be changing in the time dt. The number of moles of 
substance which enters the element of volume between these planes must 
differ from the number which leaves it because the concentration gradients 
at the two planes are not the same. If dn moles enter in the time dt, the 


number of moles which leave may be written dn + 

amount of substance which accumulates is — This amount 


divided by the volume adx gives the change in concentration in the time 


dt, or 



The time rate of change in conceiitratiDn is, therefore, 



The last factor may be evaluated by differentiation of equation (1), keeping 
the time constant: 



Multiplication of these two equations yields the second form of Fick’s law, 
whijch is 



( 2 ) 


Equation (2) is the most general equation for diffusion in one dimension. 
It represents a special case of a still more general equation for three-dimen- 
sional diffusion processes.^ 

Before equation (2) can be used, it must be integrated or solved. Such 
an equation has many different solutions, and the one which is to be applied 
in any case must be determined by the boundary conditions characteristic of 
the experiment. For the diffusion of a solute in a vessel of uniform cross- 
section from an infinitely long column of solution into a similar column of 


^ M. H. Jacobs, Ergebn. d. Biol., 12: 22, 1935; N. Rashevsky, Mathematical Biophyaics: 
University of Chicago Press, Hhicago, 1938. 
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solvent, Stefan* obtained a solution of equation (2) which is given by 
Svedberg^ in the form 


where 



[S) 


Here cp is the initial concentration of solute in the lower layer, and c is 
the concentration at time t and distance x from the initial boundary. The 
sign of X is positive if it is measured upward into the original solvent layer. 



Fig. !2. — Diffusion of solutD from a long column of solution into an equally long column of 
solvent. Abscissas represent distances from the initial boundary; ordinates represent con- 
centrations. At zero time, values of c lie on the broken line ABFCr. After a long time, c is 
constant throughout the system, as shown by the horizontal line KL. At any intermediate 
time, values of c at different distances fall on a curve of the type HEJ or H'EJ'. 


Equation (3) applies to experiments with finite or even short columns if the 
time is short enough so that there is practically no change due to diffusion 
at the bottom and the top of the tube. The function 


2 


-v/tt 



is a probability integral whose values are to be found in mathematical 
tables.® The values of this integral lie between 0 and 1, passing from 0 to 
0.9953 as y varies from 0 to 2.00. In using equation (3) for the deter- 

J. Stefan, Akad. Wiss. Wien, Sitzungsb. d. Math.-naturw. Tl., 79, 11: 161, 1879. 

^ T. Svedberg, ridloid ("heuiistry: Chemical Catalog Co., New York, 1928, p. 149. 

® J. L. Coolidge, An Introduction to Mathematical Probability; Clarendon Press, Oxford, 
1925, p. 209; J. B. Dale, Five-Figure Tables of Mathematical Functions: Arnold, London, 
190S, p. 84; J. W. Mellor, Higher Mathematics for Students of Chemistry and Physics: Long- 
mans, London, 1919, p. 621; Smithsonian Physical Tables: Smithsonian Institution, Washing- 
ton, 1933, pp. 56, 69. 
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mination of D, a value of the integral is obtained by substituting numerical 
values of c and co, the table is used backward to get y, and finally D is 
obtained from the definition of y and the measured values of x and t. The 
nature of the variation of c with as given by equation (3), is shown in Fig. 
2. At the level of the initial boundary {x = 0), the equation indicates that 
D will have the value co/2 at all times after diffusion has started; if the 
initial volumes of solution and solvent are equal, Cd/ 2 will also be the final 
concentration at any level. 

In a somewhat different type of experiment, the concentration of the 
initial layer of solution is maintained at the value Cq throughout the time 
diffusion. For this case the solution of equation (2) is 

c = Co ^1 — j e-»^dy^ (3a) 

with the same notation as in equation (3). Equation (3a) was found to 
apply to diffusion from a solution kept. saturated by the presence of solid 
salt,® as well as to diffusion from a large volume of solution, not necessarily 
saturated, into a tube full of jelly containing the solvent.’ In such cases the 
final concentration in the solvent layer will be co, and the relation of c to x 
is exactly like that shown in the lower half of Fig. 2 if the ordinate of the 
horizontal line KL is taken as cd instead of Cd/2. 

Equations. (3) and (3a) yield an important and simple relation which is 
characteristic of diffusion processes. If c is constant, y must also be 
constant, and the definition of y indicates that under these conditions x is 
proportional to \/<. That is, the distance traveled by a layer of any given 
concentration should vary directly as the square root of the time of diffusion. 
This relationship has often been verified; the experimental method is 
particularly simple when the diffusion takes place in a jelly con lain iiig an 
indicator substance.® 

2. Measurement of Diffusion Coefficients. — The classical method 
for the determination of diffusion coefficients involved extremely painstaking 
experimental work and the creation of special mathematical tables.®-® The 
solute was allowed to diffuse upward from a layer of solution, in the bottom 
of a uniform cylindrical vessel, into a layer of pure solvent, usually three 
times as thick as the initial layer of solution. At the end of the allotted 
time the mixture was separated, with as little disturbance as possible, 
into four equal layers, and the concentration in each layer was determined 
by appropriate chemical or physical means. Among those who used this 
method were Oholm,^“ whose results occupy a prominent place in tables of 

“ R. Haskell, Physical Rev., 27 : 145, 1908. 

’ (;. S. Adair, Biochein. J., 14: 702, 1920. 

® W. Stiles, Biochem. J., 14: 58, 1920; Permeability: Wheldon & Wesley, London, 1924. 

* W. Eawalki, Ann. Physik und Chemie (Wiedemann), 52 N.F.: 16H, 1894. 

^®L. W. Oholm, Ztschr. f. physik. Them., 60, 309, 1904; Med. Nobelinst., 2, 1912. 
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diffusion coefficients, and Cohen and Bruins, who described refinements of 
technique which yielded values accurate to D.3%. An elaborate refracto- 
metric method for the determination of the diffusion constants of proteins 
was developed in Svedberg’s laboratory by Lamm and Poison. 

Diffusion coefficients are most simply measured by the porous diaphragm 
method of Northrop and Anson their improved apparatus is shown in 
Fig. 3. While this method was devised for approximate studies of biologi cal 
materials of high molecular weight, it was found by McBain and Liu^^ that it 
could be made to yield values reproducible within a few tenths of one per 
cent for the diffusion coefficients of substances of smaller particle size such 
as sugar or sample electrolytes. The essential feature of the method is the 
establishment of a constant concentration gradient within the pores of a 
membrane, freely permeable to the 
solvent and to the substance under 
investigation. The membranes are 
filter disks of alundum or fritted 
Jena glass. A compartment above 
the membrane is completely filled 
with solution (5 to 50 cc.), and diffu- 
sion takes place downward, through 
the horizontal membrane, into a 
second compartment containing the 
pure solvent. The material which 
diffuses through the membrane sinks 
by gravity,^® so that the under side 
of the membrane remains in contact 
with practically pure solvent, while 
gravity likewise acts to keep the 
upper side of the membrane in con- 
tact with a solution of practically the 
original concentration. The attainment of a steady state is checked by 
removing and analyzing the lower liquid at intervals, replacing it with fresh 
solvent. When equal amounts of substance are found to pass the membrane 
in the same time interval, this constant rate of diffusion may be used for the 
calculation of the diffusion coefficient, provided that the membrane has been 
calibrated with a substance of known diffusion coefficient. (In their first 

E. Cohen and H. R. Bruins, Ztschr. f. physik. Chem., IDS: 349, 1923. 

0. Lamm and A. Poison, Biochem. J., 30: 528, 1935. 

J. H. Northrop and M. L. Anson, J. Gen. Physiol., 12: 543, 1929; 20: 575, 1937. 

J. W. McBain and T. II. Liu, J. Am. Chem. Soc., 63: 59, 1931. 

Cells with fritted disks of Pyrex glass are listed in the catalogue of the Corning Glass 
Works, Corning, N.Y. 

The specific gravity of the solution must be appreciably higher than that of the solvent; 
the difference due to one per cent of dissolved protein is sufficient. It is necessary to avoid all 
stirring, even of the water in the bath by which the temperature is controlled, because of the 
disturbing effect of vibrations [J. H. Northrop, 1941). 



Fig. 3. — Membrane diffusion cell. (From 
H. W. Scherp, J. Gen. Physiol., IB : 795, 1933.) 
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work, Northrop and Anson used 0.1 N HCl as standard, accepting a value 
of Oholm which they later concluded to be in error. More recently thr^y 
recommended 2 N NaCl; this substance was preferred because its diffusioJi 
coefficient does not vary appreciably with concentration.) 

The method is characterized not only by simplicity of technique, but 
also by the ease with which the diffusion coefficients are calculated. If the 
amount of substance which has diffused is so small that the initial concen- 
tration may be considered to be unchanged, while the lower liquid may be 
Considered to be pure solvent, then the constant concentration gradient is 
simply —c/a:, where x is the unknown length of the path of diffusion in the 
pores of the membrane. The analysis of the lower liquid gives the value of 
AnfAty which replaces dn/dt in the first form of Tick’s law if the rate is 
constant. The diffusion coefficient is then given by 


ri _ 

“ '^At 


(4) 


if a represents the effective but unknown cross-sectional area of the pores of 
the membrane. The ratio x/a, or the “ cell constant” for the membrane, is 
obtained from the calibration data, and even if c is known only in terms of 
some arbitrary unit of biologi(*al activity per cc. the value of D will have 
the correct dimensions if An is expressed in comparable units. Northrop 
and Anson considered this simple calculation to be adequate if the amount of 
substance which diffused through the membrane during an experiment was 
not more than a few per cent of the total amount present; but they used for 
the calculation a mean value of c (e.g., c = D.98 cd if An = 4% of the total 
solute) . 

The membrane method is not limited to those diffusion experiments in 
which the initial concentration changes but little. After the diffusion 
gradient was established by a preliminary run of a few hours, McBain and 
Liu^^ replaced the lower solution by fresh solvent and started the experiment 
proper with the upper solution at an unknown initial concentration, cd; the 
value of Co could be determined from the volumes of the two compartments 
and the analysis of both solutions at the end of the experiment. For such 
an experiment Fick’s law may be written 

dn = ^ (^2 “ c{)dt, 

where ci and C 2 are the concentrations of the upper and lower solutions, 
respectively, at the time t, and k is the cell constant, x/a. If the two 
compartments have the same volume, v, and the diffusion is started with 
pure solvent in the lower compartment, this equation may be integrated 
and solved for D: 

vk , Co 
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If the volumes of the upper and lower compartments are not equal, but are 
Vi and V 2 respectively, the corresponding relation is 

n ^ t’lPafc i_ 

(di + Vi)t Co — Cj(l + V 2 /V 1 ) ^ ' 

The membrane method has been applied in Northrop’s laboratory to the 
study of proteolytic enzymes and of bacteriophage,^^ and in McBain’s 
laboratory to the study of simpler substances, including electrolytes. 

3. Diffusion Coefficient and Molecular Size. — Some values for the 
diffusion coefficients of substances in dilute aqueous solution, at about 20° C., 
are shown in Table I, together with approximate figures for the molecular 
weights of these solutes. Evidently there is some sort of inverse relation 


Table I. — Diffusion Coefficients for Dilute Aqueous Solutions 


Substance 

Molecular 

weight 

Concen- 

tration 

mole/ 

liter 

i 

D X 

X ID' 

Reference 

II 2 

2 

0 0 

21 

5 2 

a 

N 2 

28 

0 0 

22 

2.02 

a 

O 2 

32 

0 0 

18 

1.98 


HCl 

36.5 

0 1 

19 

2.5 

a 

CO 2 

44 

0 0 

20 

1.77 

a 

NH 4 CI 

53.5 

0 2 

18 

1.5 

a 

NaCl 

58 5 

0 05 

20 

1.39 

a 

KCl 

74 5 

0 1 

20 

1.676 

a 

Urea 

GD. 

0 25 

20 

1.18 

a 

Glycerid .... 

92. 

0 125 

20 

0.83 

a 

Glunose ... 

180. 

0.0 

20 

0.60 

“■‘'(interp.) 

Lactose... 

342 

0 1 

20 

0 43 

a 

Rafhnose 

604 

0.1 

20 

0 36 

a 

Myoglobin 

17, 500 

0.0 

20 

0.1125 

b 

Lartoglobiilin 

37,900 

0 0 

20 

0 0727 

b 

Hemoglobin 

GB,D0D 

0 0 

20 

0.063 

b 

Edestin 

309,000 

0 0 

20 

0 0393 

b 

Erythrocru Drill {Lumbricvs) 

2,946,000 

O.D 

20 

0. 0181 

b 


“ InterniitlDiial C'ritiral Tables, vol. 5, p. B3; McGraw-Hill, New York, 1929. 
^ T. Svedberg, liid. Eng. Chem., Anal. Ed., 10: 113, 1938. 

®L. Friedman and P. G. Carpenter, J. Am. Chem. Soc., Bl: 1745, 1939. 


between the values of D and M. The logarithms of these values are plotted 
in Fig. 4. The points for substances of high molecular weight show a certain 
tendency to approach a straight line. Such a linear relation may be 
obtained by the substitution of appropriate numerical values in the Suther- 
land-Einstein^® diffusion equation. This equation may be derived as 

J. H. Northrop, Crystalline Enzymes: The Chemistry of Pepsin, Trypsin, and Bacteri- 
ophage: Culiimbia University Press, New York, 1939. 

A. Einstein, 2^tschr. f, Elektroehemie, 14; 235» 1908, 
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follows: If a semipermeablB, movable piston is imagined at the boundary 
between two unequally concentrated solutions of a single solute, it will be 
pushed into the more dilute solution as osmosis takes place. This motion 
could be prevented by the application to the piston of an external force, 
equal to the product of the osmotic pressure difference and the area of the 
piston, or adP. If there is no piston, the concentrations will tend to be 
equalized by diffusion instead of by osmosis. According to Einstein, the 
force of diffusion should be equal and opposite to the force required to 
prevent osmosis, or —adP, If the solutions are dilute the osmotic pressure 

-4 


-5 

o 

ID 

o 

-J 

-6 


’^D 2 4 B B 

LOG M 

Fia. 4. — Relation lieiween diffusion coeflirienLs and jiioler-ular weights of substanees in dilute 
aqueous solution. Logarithmie plot. (Data from Table 1.) 

will be given by the van’t Hoff equation and the force of diffusion will be 
— aRTdc. This force acts on the molecules in a thin element of volume, 
having the cross-scction a and the thickness dx. Its volume will be adx, 
and it will contain cadx moles or Ncadx molecules of solute if N is Avogadro's 
number (B.02 X 10^®), The force acting on each molecule will therefore 
be ^RTdc/Ncdx. A force acting on a particle in a viscous medium like 
water produces a velocity proportional to the force; hence the velocity of 
diffusion may be written 

dx _ RT dc 
dt Ncf dx^ 

if the constant of proportionality is 1//. The constant/ may be called the 
frictional resistance per molecule. The amount of solute crossing the 
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boundary in the time dt must be equal to the product of the velocity^ the con- 
centration, the cross-sectional area, and the time, or 


, RT dc j. 


A comparison of this equation with the first form of Fick’s law, equation 
(1), shows that 



( 7 ) 


which is the Einstein diffusion equation.’^ If the units of the centimeter- 
gram-sBcond system arc used, D must be expresseil in cm.^ sec.“^ and ET in 
ergs mole~^. Since N is molecules mole“\ the frictional resistance,/, has 
the dimensions of force per molecule and per unit of velocity, or dynes sec. 
cm.”^ molecule"^. 

The value of / is, in general, unknown, but it would be expected to 
decrease, as does the viscosity of a liquid, when the temperature is increased. 
For ordinary temperatures the value of T increases by only 3% for a 10° 
rise in temperature, while the viscosity of water decreases by about 21 %. 
Actually the diffusion coefficients for many substances in aqueous solution 
increase by about 25% when the temperature is raised 10°, while equation 
(7) would suggest about 30%. 

For one special case, as Einstein pointed out, the value of/ in equation 
(7) is known. If the diffusing particles are spherical, and much larger than 
the molecules of the solvent, the frictional resistance is given by Stokes’ 
law, which is 

/ = OTTT/r. (8) 


Here tt is 3.14 , . . , r? is the viscosity of the solvent, and r is the radius of 
the particle. (The derivation of this equation may be found in advanced 
textbooks of physics. 

Equations (7) and (8) yield the Sutherland -Einstein equation, 


D = 


RT 

OTTTjriV^ 


0 ) 


which was verified experimentally by Svedberg^^ for the case of colloidal 
gold particles of radius 1.3 m^u. 

The limitations of equation (9) may be shown as follows. If the dis- 
solved substance consists of spherical particles of radius r and density d, its 

This derivation is also a derivation of Fick’s law. Since the limiting law for osmotic 
pressure is not exact except for very dilute solutions, it is to be expected that D will vary with c 
for solutions of appreciable concentration. 

H. Lamb, Hydrodynamics: University Press, Cambridge, 1924, p. 567; L. Page, Intro- 
duction to Theoretical Physics: Van Nostrand, New York, 1928, p. 245. 

^^T. Svedberg, Colloid Themistry: Chemical Catalog Co., New York, 1928, p. 96. 
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molecular weight should be 

M = (9a) 

If this equation is solved for r, and the re^ulling expression is substituted in 
equation (9), it follows that D should vary inversely as the cube root of M, 
other factors being constant. For aqueous solutions the viscosity in 
equation (9) is that of pure water, or 0.01 in c.g.s. units at 20° G. For 
substances of very high molecular weight — namely, the proteins — Svedberg 
found that the partial specific volume was close to 0.75; hence d may be 
taken as 1.35. The substitution of these figures, with the values of known 
constants, yields the simple equation; 

_ 3.21 X 10-® 
or 

logZ) = —4.49 — 0.33 log M 

which should be applicable to dilute solutions of spherical protein molecules 
at 20°C. The last equation is represented by the straight line in Fig. 4. 
As might be expected, this linear graph fails to fit the facts for substances of 
low molecular weight. Surprisingly enough, the points for sugars fall fairly 
close to the line. The points for proteins appear to lie on a line of the 
calculated slope, but this observed line is lower than that calculated, or 
displaced to the left by about 0.3 in log M, This means that if M is calcu- 
lated from D by combining equations (9) and (9a), the calculated values 
will be about twice as big as those obtained by the nil ririi^i-. Such 
results were recorded by Anson and Northrop,'® who suggested that the 
discrepancies might be due to hydration of the protein molecules, to devia- 
tion from spherical shape, or to both factors. 

The Einstein relation (equation (7)), without the assumption of spherical 
particles, is also used in the derivation of Svedberg’s equation for the calcula- 
tion of molecular weights from measurements of the velocity of sedimen- 
tation in the ultra centrifuge. Both this method, which requires an 
independent measurement of the diffusion coefficient, and the sedimentation 
equilibrium method, in which the rate of sedimentation is balanced by the 
rate of diffusion, yield molecular weights independent of molecular shape 
and hydration. Since the two methods usually give concordant values 
for the molecular weight, its value as determined by sedimentation equilib- 
rium may be combined with the sedimentation velocity to yield a value 
for the diffusion coefficient or the frictional resistance,/, of equation (7). 
The frictional resistance, /o, for a spherical particle may be calculated by 
equation (8), using a value for r based on the molecular weight and the 
partial specific volume of the solute. If the particles are spherical, the 
ratio ///d will be 1. Svedberg has stated that a deviation from the spherical 


Svedberg, Ind. Eng. Chem., Anal. Ed., 10: 113, 1938. 
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shape, or the existence of hydrated molecules, will make this value higher 
than unity. Svedberg’s values of f/fn for 44 proteins range from 1.0 
to 1.9. The difficulties involved in translating these frictional ratios into 
ratios of molecular dimensions have been discussed by Ncurath,^^ who has 
also calculated values of the molecular weight and frictional ratio for several 
proteins from measurements of viscosity and diffusion. As a result of 
revised sedimentation and diffusion data, Svedberg has assigned to egg 
albumin (formerly believed to have spherical molecules of weight 34,509) a 
molecular weight of 40,500 or 43,800 and a frictional ratio of 1.1. If the 
molecule is not hydrated, and is a prolate ellipsoid (i.c., more like a rod than 
a disk), Neurath has calculated that its long diameter is about 2.9 times its 
short diameter. 

4. Diffusion of Electrolytes. — In the early days of the ionic theory, 
Nernst^® pointed out that, although the two ions of an electrolyte may have 
different mobilities, they are prevented by electrostatic forces from becoming 
appreciably separated during free diflPusion. In other words, the diffusion 
of an electrolyte may be described by a single diffusion coefficient. Nernst’s 
relation between the diffusion coefficient and the mobilities of the ions may 
be derived as follows. At the junction between two unequally concentrated 
solutions of the same electrolyte there will be a tenilency for the more mobile 
ions to get ahead, producing an electric potential difference dE. This 
potential difference will be established rapidly and will not increase as 
diffusion proceeds, since electrostatic forces prevent any appreciable 
separation of oppositely charged ions. Electrical neutrality must prevail 
in any tangible portion of the solution. The actual rate of diffusion of the 
electrolyte is due to the combined influence of electric and osmotic forces, 

Nernst considered a diffusion cell containing two solutions of a com- 
pletely dissociated, uni-univalent electrolyte such as II Cl. If the cation 
were free to move under the influence of the potential gradient, its velocity 
would be —udEjdx, since the mobility u of the cation is defined as its 
velocity under unit potential gradient. The negative sign means that the 
motion is opposite to the direction of diffusion if the potential gradient 
is positive in that direction. The electric force acting on 1 mole of cations 
is ^¥dE/dx; if dE is expressed in volts, dx in cm., and F in coulombs per 
chemical equivalent, this force will be expressed in volt-coulombs per cm. 
and per mole of univalent cations. The ratio of ionic velocity to electric 
force per mole is, therefore, u/¥. It is assumed that the product of this 
ratio and any kind of force which may be applied to a mole of cations will 
give the velocity due to this force, since the same sort of frictional resistance 
is opposing the motion of the ions. 

T. Svedberg and K. 0. Pedersen, The Ultracentrifuge: Clarendon Press, Oxford, 194 D. 

H. Neurath, J. Am. Chem. Soc., 61; 1841, 1939; H. Neurath, G. R. Cooper, and J. R. 
Erickson, J. Biol. Chem., 13B: 411, 1949. 

W, Nernst, Ztschr. f. physik. Chem., 2: 613, 1888; Theorctische Chemie: Enke, Stutt- 
gart, 1926. 
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If there were no electric forces, diffusion could be considered simply as 
the result of a gradient in osmotic pressure, as in Einstein’s derivation of 
equation (7), In a thin element of volume, adx, the osmotic pressure 
gradient is -—dP/dx and the diffusion force is —adP. If the average 
concentration of the electrolyte in this slice of solution is c moles per cc., 
this force is exerted on ^cadx moles of ions, including both anions and cations. 
The osmotic force per mole of ions is therefore —dPj^cdx, If the solutions 
are dilute enough to follow van’t Hoff’s law, the total osmotic pressure, P, 
is 2RTcf and dPJdx is ^RTdcJdx. The osmotic force per mole of ions of 
either sign is therefore —RTdcjcdx, If this force were acting alone on one 
mole of cations, it would produce a velocity equal to —uRTdc/¥cdx. 

The actual velocity of the cations must be the sum of the velocities due 
to electric and osmotic forces, or 

dE ^ uRT dc 
dx cF dx 

By similar reasoning it follows that the actual velocity of the anions must be 

, dE_ vRT^ 

dx cF dx 


if V is the mobility of the anion. 

The osmotic terms have the same sign for the two ions, and the sign is 
negative because diffusion occurs in the direction of a negative concentration 
gradient. The electrical terms have opposite signs because of the opposite 
charges of the two kinds of ions; if the electrical gradient is positive in the 
direction of diffusion, the cation will be retarded and the anion accelerated. 
The number of equivalents of ions which will pass a given plane as a result of 
this motion is given by the product of velocity, concentration, cross-section, 
and time. Because of the requirement of electric neutrality, this number 
must be the same for positive and negative ions. It follows that 




dE 


If this equation is solved for we obtain 


dE _ u — V RT dc 
dx u + V ¥c dx 


( 11 ) 


By substitution of this value for dE/dx in either member of equation (10), a 
simpler expression is obtained for the amount of substance which diffuses: 


dn = — 


^RT uv dc j. 

— = — a at. 

F u + V dx 


m 


A comparison of equation (12) with the first form of Pick’s law, equation (1), 
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gives the Nernst diffusion equation, which is 

„ _ %RT . uv 
^ ~ F ' u+v 


(13) 


In this derivation mobility has been expressed in cm.^ sec.“^ volt“^ and force 
in volt-coulombs cm.“^ It follows that equation (13) will yield values of 
D in cm. 2 sec.~^ if RT is expressed in volt-coulombs mole“^ and F in coulombs 
equivalent”^ if we recall that mole and equivalent are identical for uni- 
valent ions. The values of the constants in equation (13) are, therefore, 
8.314 for R and 96,5 00 for F. 

Equation (13) was verified by Oholm’s data for the diffusion coefficients 
of common 1:1 electrolytes in D.Ol N solutions; the observed and calculated 
values for D have boon tabulated by Nernst and others.^® For halides of the 
alkali metals the agreement is within about 0.5 %, but for strong acids and 
bases divergences of 5 to 10% are shown. 

Equation (13) was modified by Noyes (as repi^rtcd by Haskell”) to cover 
the case of an electrolyte with ions of valence higher than 1; the factor 2 is 

replaced by the sum of the reciprocals of the valences of the ions, — -5^- 

A further modification is convenient, in order to make it possible to use the 
limiting equivalent conductances of the ions, \c and Xo, in place of their 
mobilities, u and v. Since 1 / or r is X/F, the factor 1/F must be replaced by 
1/F^. With these substitutions equation (13) assumes the form 


RT XA« f 1 I A 


[14) 


which is more generally applicable. 

If it were possible to have a single electrolyte diffusing without the 
production of a potential difference, it follows from equation (10) that the 
amount of cations diffusing across the area a in the time dt would be 


j RTu dc j 

u/Tl — " tt ""J ■ eCt 

F dx 


and by comparison witii equations (1) and [14) we may write an ideal 
diffusion coefficient for an ion of valence z as follows: 


RTK 
zF^ ' 


(15) 


Such equations could have real significance for a single electrolyte only if 
Xc and Xo were equaL For the ions of KCl, Xc and Xo differ by less than 4 %, 
but no salt is known for which they are exactly equal. To illustrate the 
difference between such ideal diffusion coefficients for single ions and the 


W. Nernst, Theoretistlie Chemie: Enke, Stuttgart, 1.926, p. 435; H. S. Taylor, A Treatise 
on Physical rhemistry, 2: Van Nostrand, New York, 1931. 

R. Haskell, Physical Rev., 27: 145, 1908. 
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real diffusion coefficient of the electrolyte as a whole, we may apply equation 
(15) to the ions of HCl at 25°. Here Xc is 349. B and \a is 76.3; the calculated 
values of Dc and Da are 9.31 X 10^® and 2. 03 X 10“^ while equation (13) 
or (14) gives 3.33 X 10~® as the actual diffusion coefficient of HCl in a 
very dilute solution. Evidently the electric forces produce a marked 
retardation in the motion of the faster ion and a smaller acceleration in 
that of the slower. 

5. Diffusion in Mixed Electrolytes. — ^These hypothetical ionic diffu- 
sion coefficients have been regarded as limiting values of some real sig- 
nificance in the light of an interesting discovery made by Arrhenius^® and 
used by him as additional evidence for the validity of the theory of elec- 
trolytic dissociation. Arrhenius found that the presence of a second solute 
generally retarded the diffusion of a dissolved substance, except in one 
special case. When both solutes were strong electrolytes, a marked acceler- 
ation of diffusion was observed. This occurred with HCl, for example, 
when it was allowed to diffuse into water containing NaCl, and also when 
the NaCl concentration was uniform throughout and only the lower layer 
contained HCl at tlie beginning of the experiment. By reasoning similar 
to that of Nernst, Arrhenius showed that this acceleration could be cal- 
culated from the mobilities of the ions and the concentrations of salt and 
acid in the diffusion layer. Even when the NaCl was initially present at 
the same concentration in all parts of the system, it was necessary to 
assume that its ions would diffuse; in the case of Na+, this would be a back 
diffusion as a result of the electrical gradient produced by the unequal 
mobilities of H"*" and Cl~. If there were a small backward movement of a 
large number of Na"*" ions, it would be possible for a small number of H"*" 
ions to go forward a considerable distance without disturbing electrical 
neutrality or bringing strong re* ■. ’ ' . forces into play, even though the 
Cl“ ions diffused much less rapidly than the H+ ions. The equations of 
Arrhenius showed that the acceleration depended on the ratio of salt to 
acid rather than on the absolute concentration of salt, and this was borne 
out by his experiments. His calculations also indicated that if this ratio 
were very large the rate of diffusion of the acid should approach the cal- 
culated limiting value for the H“^ ion, and that the liquid junction potential 
should approach zero. The highest diffusion constants reported by 
Arrhenius for HCl diffusing into salt solutions were about twice those 
found in the absence of salt, while the calculated limiting ratio is 2.8. 

The effect of a salt with an ion in common on the diffusion of an acid 
was also formulated quantitatively by Abegg and Bose,^® who reporteil 
qualitative experiments tending to verify the theory. 

More recently, McBain has studied the acceleration or retardation of 
diffusion in mixed electrolytes. He found acceleration even beyond the 


S. Arrhenius, Ztsc*hr. f. physik. Chem., 10: 51, 1892. 

R. Abegg, and H. Bose, Ztschr. f. physik. Chem., 30: 545, 1899. 
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calculated limiting values in certain cases where one electrolyte diffused 
against another, or with another into pure water.*® This was ascribed to 
the existence of electrical gradients produced by the ions of the second 
electrolyte. Such experiments are likely to prove useful in explaining the 
behavior of electrolytes in and around tissues. 

5. Diffusion Across Membranes and Ionic Distribution. — Inter- 
. esting experiments along these lines were carried out by Teorell, with the 
object of explaining the distribution of electrolytes between the stomach 
contents and surrounding tissues. He found*^ that, when a small volume 
of 0.16 N NaCl was dialyzed through parchment against a large volume 
of 0.16 N HCl, there was a temporary accumulation of chloride in the salt 
solution; its concentration became as high as D.IO N, while that of the 
outer acid was still 0.16. This unequal distribution of chloride was in the 
same direction as that observed in a Donnan equilibrium when the mem- 
brane is impermeable to the positive ion of the inner solution. In a later 
paper, Teorell®^ worked out equations for the effect of a steady state pro- 
duced by the continuous diffusion of an electrolyte between two solutions 
in which the concentration of this electrolyte was kept at two different but 
constant levels. He concluded that such a steady state should result in 
an unequal distribution of the ions of a second electrolyte, present in fixed 
amount, and that the ratios of ionic concentrations for the second elec- 
trolyte should follow Donnan ’s equation for membrane equilibrium, even 
though the meipbrane was permeable to all the ions present. His deduc- 
tions were approximately confirmed by the results of a few experiments 
with simple electrolyte solutions separated by four sheets of permeable 
cellophane.** In an experiment in which 0.1 N perchloric acid diffused into 
0.1 iV ammonium chloride, the ion Nlli" was drawn back into the inside 
solution until its concentration was over twice that in the solution from 
which it came, while the reciprocal of this ratio represented the distribution 
of Cl“ ions after the steady state had been attained. 

General References 

M. H. Jacobs, “Diffusion Processes, “ Ergebn. d. Biol., 12: 1-16D, 1D35 (in English). 

J. W. Williams and L. C. Cady, “ Molecular Diffusion in Solution,'* Ehem. Rev., 14 : 171-217, 

1934. 


J. W. McBain and C. R. Dawson, J. Am. Chem. Soc., 55 : 52, 1934; J. R. Vinograd and- 
J. W. McBain, J. Am. Chem. Soc., 63: 20D8, 1941. 

T. Teorell, J. Physiol., 78: IIP, 1933. 
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REACTION VELOCITY AND ENZYME 

ACTION 


1. Chemical Kinetics. — -This branch of physical chemistry includes 
the study of the rates of chemical reactions and the factors which influence 
such rates. The velocity [)f a chemical reaction may be defined as the rate 
of decrease in the concentration of one of the reacting substances; the 
dimensions of reaction velocity are those of concentration divided by time, 
or, in customary units, moles/ (liters X sec.). Because of the speed of 
many inorganic reactions, particularly those between ions in solution, the 
laws of chemical kinetics were established by the study of slower, organic 
reactions, especially hydrolytic reactions. This class of reactions is of 
prime importance in biochemistry. 

The fundamental principle of chemical kinetics is the law of mass action, 
which was formulatetl by Guldberg and Waage®^ in 18B4 and 1867. Some 
of the consequences of this law were independently formulated and verified 
by other workers.®® According to the law of mass action, the velocity of 
a chemical reaction is proportional to the product of the active masses of 
the reacting substances, each active mass being raised to a power equal to 
the number of molecules of that substance which appears in the chemical 
equation for the reaction. For a reaction which takes place in a uniform 
environment, the active mass is proportional to the concentration, and 
concentrations in moles per liter are generally used in kinetic equations 
in place of active masses. Guldberg and Waage l■l‘(■t|g||i/l‘d, however, that 
only a fraction of all the molecules of each kind would, in general, be in 
a condition capable of reacting on collision, and that the velocity would 
then depend on the product of several coefficients as well as on the product 
of the concentrations. 

2. Reactions of the First Order. — ^If a reaction involves a decrease 
in the concentration of only one substance, the law of mass action may be 
written in the differential form 



( 1 ) 


C. M. Guldberg and P. Waage, J. pract. Chein., 127 (N.F. 19) : B9, 1879. This and 
earlier Norwegian papers were reprinted in German in Ostwald*s Klassiker der exakten Wissen- 
sehaften. No. 104: Engelmann, Leipzig, 1899. 

^®L. Wilhelmy, Ann. Physik. (Poggendorff) 81: 418, 499, 1B50; Ostwald’s Klassiker der 
exakten Wissenschaften, No. 29, 1891; A. V. Harcourt and W. Ksson, Phil. Tr. Roy. Sue. 
(London), 16B: 193, ISQQ; 157: 117, 1867. 
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where C represents the concentration of the reacting substance and t repre- 
sents time after the beginning of the reaction. The constant of propor- 
tionality, k, is termed the velocity constant, velocity coefficient, or specific 
reaction rate. Evidently k would be equal to the actual velocity if the 
concentration were unity. Since dCfC is din [/, equation (1) may be 
integrated to give the equation 

kt = In ^“ = 2.3D3 log ' (2) 

in which Co is the initial concentration, or the value of V when t is zero. 
Reactions whose rates are expressed by equation (1), which contains only 
the first power of one concentration factor, are called reactions pf the first 
order. Equation (2) is also called the equation for a first-order reaction, 
or the unimolccular equation. Although reactions which are truly uni- 
molecular in mechanism are relatively rare, the first-order equation applies 
to many reactions which might appear to be of higher order. Such a 
pseud o-unimolecular reaction must result if the concentrations of all reacting 
substances except one are so high that the amounts by which they change 
during the reaction are mathematically insigiiifirant. 

It was the study of such a reaction, the hydrolysis of sucrose in aqueous 
nitric acid, that provided the first verification of equation (2) in the classical 
experiments of AVillichny,^^ who followed the course of the reaction by 
measuring the optical rotation of the solution. Some of his results, recal- 
culated to give the fraction of sucrose remain iiig at different times, are 
plotted in Fig. 5, in which the upper curve is a direct plot of this fraction 
against the elapsed time. The velocity of the reaction is proportional to 
the negative slope of this curve, and its regular decrease is consistent with 
equation ^1) but is not a specific test of the applicability of the first-order 
equation. The lower graph is a plot of the logarithm of the reciprocal of 
the fraction unchanged. Ar*nirdiiiir to equation (2) this logarithm should 
be proportional to the time, and the graph should be a straight line passing 
through the origin and having a positive slope equal to fc/2.303 (if the times 
are plotted in suitable units). The fit of the points on the straight line is 
sufficient to illustrate the verification of equation (2), and modern work 
of greater precision has served to confirm Wilhelmy’s conclusion. Wil- 
helmy noted that the temperature of his laboratory rose from 15.5 to 18° 
during the first part of this experiment, and fell to 14.5° at the time of the 
last observation which is shown; this rise may account for the apparent 
acceleration shown by two points. 

In testing a set of data to find out whether they follow the first-order 
equation, it is not necessary to calculate the fraction unchanged, or even 
the actual values of the concentration, provided that some property is 
measured which varies in a linear way with concentration. Such a property 
might be the reading of a pula rim cl rr in angular degrees, or the refractive 
index of the solution, or the total volume of the solution, as measured by 
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the height of the meniscus of the solution in the capillary tube of a liila- 
tometer. If such a property decreases linearly with the concentration, 
and if R is the reading at time t and the reading after the reaction has 
stopped, equation (2) will be verified if a plot of log [R — R^) against t is a. 
straight line. The intercept of such a line (at ^ = 0) is a measure of the 
total change, log (Bo — Re), and it is sometimes convenient to determine 



Fio. 5. — A first-order reaction. Hydrolysis of sucrose in dilute nitric acid. [Data of L. 
Wilhelmy, Ann. Physik, 61: 413, 1850.) 

the value of the initial reading, /Jo, by such a linear extrapolation. If the 
reading decreases as the reaction proceeds, and if the equation fits the 
data, the downward slope of the semilogarithmic plot is equal to /i;/2.3D3. 

Equations (1) and (2) may look superficially different if other notation is 
used. If X represents the loss in concentration during the time t, and a 
the initial concentration, the equations become 

+ ^ = 1c[a — x) 


(la) 
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and 


kt = 2.3 D3 log — 

a — X 


(2a) 


If y represents the fraction of the substance which has been transformed in 
the time U equation (2) may be written 


kt 


= 2.303 log ‘ 


(2b) 


Evidently the graphical relations are quite similar; a plot ni x ov y against 
tj if inverted, will look like the upper curve in Fig. 5. Eijuation (2) may 
also be written in exponential form as 


C = 


(2c) 


and the i‘tirn‘'>|>fiiiiliiig forms of equations (2a) and (2b) may readily be 
derived. 

It may be seen by inspection of any of the preceding equations for first- 
order reactions that the velocity coefficient is independent of the units in 
which concentration is expressed. In fact, the unimolecular k has the 
dimensions of the reciprocal of time, or I/sec. Equation (2) provides a 
physical significance for the value of k; it is the reciprocal of that time 
required for the transformation of a fraction of the original material such 

that In Cq/C is I, and the fraction transformed in this time is I » or 

e 

0.632. It is sometimes convenient to describe the velocity of a reaction 
in terms of the time required for the transformation of some other definite 
fraction of the reacting substance. Equation (2) shows that the half- 
transformation time or half -period is related to i by the equation 


ktu.^ = 2.3D3 log 2 = 0.693. 


The half -period of a unimolecular reaction is therefore independent of the 
initial concentration. 

3- Reactions of the Second Order- — If a reaction involves a decrease 
in the concentrations of two kinds of reacting molecules, the reaction is 
said to be bimolecular. Its velocity is proportional to the product of the 
two concentrations, and if each of these factors is raised only to the first 
power the reaction is described by an equation of the second order. The 
second-order equation assumes a particularly simple form if the initial 
concentrations of the two reacting species are identical. In this case the 
differential equation may be written 


and the integral form is 






(3) 


( 4 ) 
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Equation (4) applies to the hyilrolysis or saponification of an ester by an 
equivalent amount of a strong alkali. The course of such a reaction is 
illustrated by Fig, 6, which was plotted from data obtained long ago by 
Warder,®® who prepared a solution containing 0.02 M ethyl acetate and 
0.02 M sodium hydroxide and followed the course of the reaction at 20.5- 
20.6°C. by titrating measured samples at intervals. The upper part of 



Fiq. B. — A second-order reaction. Saponification of D.D2 M ethyl acetate in 0.02 M sodium 
hydroxide. (Data of 11. B. Warder, Am. fliein. J., 3: 340, 1881-82.) 

the figure is a plot of the fraction remaining unchanged as a function of 
time, and it shows a smooth decrease in the velocity of the reaction as well 
as in the concentration of either substance. If this curve is compared with 
one for a unimolccular reaction by changing the time scale to bring the 
curves together at one point, say that at which half of the reaction has 
taken place, it may be seen that the bimolecular reaction is faster than 
the unimolecular in the early stages, but slower in the later stages of the 
reaction. 


R. B. Warder, Am. Chem. J., 3: 340, 1891-31 
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The applicability of equation (4) to a set of data may be tested by 
plotting the reciprocal of the concentration against the time; the result 
should be a straight line with an intercept equal to l/Cp and a slope equal 
to k, A similar test is shown in the lower part of Fig. 6, in which the 
ordinates are values of Vis/C. Here the intercept must be unity and the 
slope should be V[)k, Inspection of Fig. B shows that Warder’s data are 
well represented by equation (4) throughout at least 85 per cent of the 
total change. 

If a bimolecular reaction is started with unequal initial concentrations, 
a and h, of the reacting substances, and the change in either concentration in 
the time t is represented by x, the differential equation for the velocity 
may be written 

^ = k[a - x)[b - x). (5) 

Before this equation can be integrated, one must use the method of partial 
fractions to show that 


1 

[a — x)[b — x) 


- 



Then the integral form becomes 


(6 — a)kt = In 


a{b — x) 
{a — x)b 


( 6 ) 


b X 

This equation may be tested as a straight line by plotting log against 


a — X 


t. A direct plot of a — x or & — a: against t, for a reaction which follows 
equation (B), will be intermediate in shape between the upper curves of 
Figs. 5 and B. If the value of b in equation (6) is very much larger than 
that of a, it will also be very much larger than any possible value of x. 
In that case the ratio {b — x)/b may be considered equal to one and can- 
celled in the logarithm. Equation (B) then becomes identical with equation 
(2a), the unimolecular formula, except that the apparent unimolecular 
velocity coefficient is equal to the product of the bimolecular coefficient 
and the difference in initial concentrations, b — a. 

It may be seen directly from equation (3) or [5) that any second-order 
velocity coefficient must have the dimensions of the reciprocal of a product 
of time and concentration, such as liters/ (moles X sec.). In comparing 
the velocity coefficients of reactions which follow equations of the second 
order it is, therefore, important to note the units used for concentration 
as well as for tim e. 

If the rate of a second-order reaction is expressed as the time for half- 
transformation of one of the reacting substances, the relation between 
/d, 6 and k depends on the ratio of the initial concentrations. If. this ratio 
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is unity, equation (4) yields the relation 


If b is greater than a, the half-period is the time when x is equal to a/2. 
For that case equation (6) shows that 

2.303 , / a\ 

= - log 

Equations for the rates of reactions of orders higher than the second may 
also be derived from the law of mass action, but such reactions are not often 
found. Complicated reactions are apt to proceed by a mechanism involving 
several steps, and the rate is controlleil by the slowest step in the scries, 
usually a reaction of the first or second order. Examples may be found in 
well known textbooks.^^ 

4, The End of a Reaction. — In the preceding discussion it has been 
assumed that each reaction goes to completion; that is, that the concen- 
tration of at least one of the reacting substances becomes zero during the 
period of observation. The integrated equations, however, indicate that 
this would theoretically require an infinite time, anti this might seem to 
make it impossible to calculate k by a method involving a final measurement 
of some property. For a first-order reaction, it may be calculated from 
equation (2) that an error of 1 part in 10 DO in the measurement of the total 
change would produce an error of about 1.5 parts in 1000 in a value of k 
calculated from a determination near the time of half-transformation, and 
such an error is not. excessive. Hence it is legitimate to take a reading at 
99.9 per cent completion as final, and equation (2) shows that the time 
required would be about ten times the half-period. 

Ill the case of a second-order reaction which follows equation (4), an 
error of 1 part in 1000 in the final reading would make an error of about 3 
parts in 1000 in a value of k determined near the half-period, and this error 
is not unreasonable. The time for 99.0 per cent completion, however, 
would be 999 times that for 50 per cent completion! Evidently such 
reactions are best followed by a direct measurement of C. For a reaction 
which follows equation (G) the corresponding calculated values would lie 
between those obtained from equations (2) and (4). 

5. Rates of Reversible Reactions. — If a reaction is reversible, it may 
appear to stop in a state of equilibrium, with finite amounts of the reactants 
and the products all present. The rate of such a reaction may sometimes 
be followed in either direction. If both the direct and the reverse reactions 
are of the first order, the differential equation for the observed rate is 

J. H. van’t Hoff, Studies in Chemical Dynamics, trans. by T. Ewan: Williams and Nor- 
gate, London, 189 B, p. 25; J. W. Mellor, Chemical Statics and Dynamics: Longmans, Green 
and Co., London, 1994, Chapter V; F. D. Rice and H. C. Urey, in H. S. Taylor’s Treatise on 
Physical Chemistry: Van Nostrand, New York, 2nd ed., 1931, p. 964. 
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= D. (7) 

This equation implies that the reaction is started with one reacting substance 
at the concentration but with none of the reaction product present. At 
the time t the concentration of the reactant is ( 7 , while that of the product 
is Co — C. Equation (7) is based on the principle that the two opposing 
reactions proceed simultaneously, and that the rate of each follows the law 
of mass action. The observed or net rate, — dC/ dU is equal to the difference 
between the rates of the opprising reactions. At equilibrium the net rate is 
zero or the opposing rates are equal, and this condition may be expressed by 
the equation 

—c: — f ; 

which defines the equilibrium constant of the reversible reaction in terms 
of the initial concentration, and the equilibrium concentration, of 
a single substance. If To is eliminated from equations (7) and (8) the 
rlifferential equation becomes 

+ n.) (D) 


and the integral form is 

(fci + k 2 )t = 2.3 D3 log ' 


Equations (9) and (ID) differ from the equations for a nonreversible reaction 
of the first order only in the significance of the constant factor and in the 
use of a value of Ce other than zero. Kinetic experiments do not distinguish 
between reversible and nonreversible reactions of the first order if the 
constant is determined from initial and final readings of some property 
dependent on the concentration, together with readings at various times 
during the reaction. Such reactions can be di^l iiiguislu'il if the actual 
concentration at equilibrium is determined. In the case of a reversible 
reaction, equation (8) gives the ratio, k\/k 2 y while equation (10) yields the 
sum, k\ + A; 2 . Hence a study of the course of the reaction in one direction, 
together with a knowledge of the equilibrium condition, makes it possible to 
obtain values for the separate velocity coefficients of the opposing reactions. 

It may be shown that equations (9) and (10) are still valid when some of 
the product as well as the reactant is present at the start of the reaction. 
A similar treatment of o|)]) 0 'tiiig bimolccular reactions results in more com- 
plicated equations, but again it is possible to obtain the velocity coefficients 
of the opposing reactions if the course of the reaction and the equilibrium 
condition are both investigated.*® 


J. TV. Mellor, Chemiral Statics and Dynainirs: Longmans, London, 19D4, Chapter IV; 
W. r. McC. Lewis, A System of Physical Chemistry; Longmans, London, 1921), Vol. T, p. 406. 
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6- Reaction Velocity and Temperature. — It is well known that most 
chemical reactions proceed more rapidly at higher temperatures. For any 
given reaction a plot of rate against temperature is far from linear, but has 
a decided upward curvature. The factor by which the rate is multiplied as 
a result of a rise in temperature of 1 0°C. is sometimes called the temperature 
coefficient of the reaction; it may be defined by the equation 


Qia — 


fct+10 


where the subscripts of the velocity coefficients refer to Centigrade tempera- 
tures. If the factor Qm were constant over an extensive temperature range, 
the relation between k ahd t would be given by a logarithmic or exponential 
equation, and a plot of log k against t would be a straight line, represented 
by an equation of the form 


log k = a bt. 

Jly substituting two values of k, corresponding to an interval of 10° in f, 
it may readily be shown that the slope, fe, is equal to D.l log Qio. For any 
temperature interval, — tu the linear relation may therefore be written 
in the form 

I ^ 10 I ^2 

log 

This equation can be used to calculate Qio if the temperature interval of 
the observatioJis is not 1D°. In general, however, a plot of log k against 
t is not a straight line over a wide range of temperature, and a given reaction 
will have different values of Qio for different 1 0° intervals. The left side of 
Fig. 7 shows a plot of log k against t for the hydrolysis of sucrose in hydro- 
chloric acid solutions. The curve indicates that Qio decreases as t is 
increased; in this case its actual values are 5.55 for the first two points and 
4.27 for the last two. This reaction happens to have a rather high tempera- 
ture coefficient. Many chemical reactions have Qio values between 2 and 
4, while a physical process such as diffusion or viscous flow is apt to have 
a temperature coefficient in the neighborhood of 1.2 to 1.3, At present the 
coefficient Qiq is not often used in describing the effect of temperature on 
reaction rates. 

A better method of representing temperature effects was discovered by 
Arrhenius,®* who noticed that an excellent straight line was obtained by 
plotting the logarithm of a velocity coefficient against the reciprocal of the 
absolute temperature (Fig. 7, right side). This finding may be described 
by the equation 

log k = B — (11) 


S. Arrhenius, Ztsuhr. f. physik. C’hem., 4: 226, 1889. 
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where A and B are empirical constants. This equation may be put into the 
equivalent form 


In A: = 2.303B - 


RT 


[11a) 


or 


(i In _ Ea 

~dT~ ~ RT^ 


(11b) 


if the numerical value, A, of the slope of the linear plot is replaced by 
/J„/2.3D3iZ. Here R is the constant of the perfect gas law, 1.987 calories 
per mole and per degree; Ea is then 4.575^4, and it has the dimensions of 



Fig. 7. — Tnfliienfc of temperature on reaction velocity. Hyilrtilysis of sutToflp (2 g. per 
lOD cc.) in D.577 M hydrochloric acid. (Data of L. J. Heidt and C. B. Purves, J. Am. Chem. 
Sue., 62 : 1006, 1040.) 


calories per mole. If Ea is to be evaluated from only two experimental 
points, equation (11a) may be rearranged to give 


or 


/C2 Ea( 1 1 \ 

K [ji yj 

[11c) 

„ 4.575 T’lT’a, fc, 

= -y^_-y-log^- 

(lid) 


Any of these equivalent expressions may be called the Arrhenius equation 
for the effect of temperature on reaction velocity. Such effects are com- 
monly described in terms of the value of Ea, which is called the energy 
of activation or the critical increment (of energy). 

Arrhenius based his interpretation of Ea as an energy of activation upon 
the following considerations. He knew that the effect of temperature on 
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the equilibrium constant of a reaction was described by the equation 


din K _ q 
~dT~ ~ 


(12) 


in which q is the heat absorbed when the reaction proceeds as written in 
the chemical equation to which the equilibrium constant, Ky applies. This 
equation had been derived thermodynamically by van’t Hoff for an equi- 
librium invidving perfect gases or perfect solutes. In order to deduce a 
similar relation for a velocity coefficient, Arrhenius assumed that the ordi- 
nary molecules of the reacting substance were always in equilibrium with a 
small proportion of active molecules, and that the equilibrium constant of 
this reaction was given by the law of mass action: 


A 


A'; 



He assumed further that the observed rate was determined by the rate of 
decomposition of the active molecules to yield the products of the reaction, 
and that this rate followed the law of mass action: 

- ^ = fc'ATx = kCj,. 


The observed velocity coefficient, h, would then be equal to the product of 
the hypothetical velocity coefficient. A:', for the decomposition of the active 
molecules, and the hypothetical equilibrium constant, K. If k' were 
independent of temperature and iT were influenced according to equation 
(12), then the influence of temperature on k would be given by equation 
(lib) ami Ea would represent the energy absorbed in the transformation of 
one mole of ordinary molecules into the active state. 

The Arrhenius hypothesis has been modified by the belief that the active 
molecules differ from ordinary molecules only in their energy content, but 
the idea that the slope of the empirical line gives a measure of the energy 
of activation constitutes the foundation of modern work in chemical kinetics. 
Numerous examples of the application of the Arrhenius equation to a wide 
variety of chemical reactions arc to be found in special treatises. The 
Arrhenius equation has also been shown to describe the effects of tempera- 
ture on the rates of many biological processes.'*^ 

7. Homogeneous Catalysis in Solutions, — Many reactions which 
proceed with measurable velocity in aqueous solution are accelerated by 
the presence of relatively small amounts of certain substances which are not, 

E. A. Moclwyn-Hughes, The Kinetics of Reactions in Solution: Clarendon Press^ Oxford, 
1933; E. Daniels, Chemical Kinetics: Cornell University Press, Ithaca, 1938; S. Glasstone, K. 
J. Laidler and H, Eyring, The Theory of Rate Processes: Metiraw-Hill, New York, 1941. 

W. J. Crozier, J. Gen. Physiol., 7: 123, 1924, and numerous later papers in the same 
journal; T. C. Barnes, Textbook of General Physiology: Blakiston, Philadelphia, 1937, p. 515, 
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in general, used up by the reaction. Predominant among such catalysts 
are the hydrogen^^ and hydroxyl ions, which are responsible for the marked 
effects of pH on reaction rates. For example, the mutarotation of glucose 
proceeds very rapidly in acid or alkaline solutions, but has a zone of minimal 
velocity extending over a range of 2 or 3 pH units; in this case the center of 
the region of minimal velocity is on the acid siite of the neutral point. The 
rates of this and similar reactions may be expressed by an equation of the 
type 

k = ko kiiCii -|- /coH^ oiij (13) 

where fco represents the minimal value of the velocity coefficient, and the 
last two terms represent the catalytic effects of H"*“ and OH”. The direct 
proportionality implied in equation (13) is consistent with the law of mass 
action if a catalyzed unimolecular reaction is treated as a birnolecular 
reaction in which the concentration of one reactant, the catalyst, does not 
change. If a reaction 

proceeded only in the presence of hydrogen Ions, we might write the observed 
reaction as 

A + IP -^15 + IP, 
and the kinetic equation would be 

- = knC\C». (14) 

The value of ku could then be obtained by dividing the observed velocity 
coefficient, as obtained from the simple unimolecular formula, by f h. If 
the rate were not determined solely by hydrogen ion catalysis, it would be 
equal to the product of Ca and the sum of several terms, as in equation (13). 

The experimental verification of equation (13) is very good for the 
effect of hydrogen ions, but rather less quantitative for the effect of hydroxyl 
ions. This uncertainty results from the fact that the catalytic effect of 
hydroxyl ions is often very great. If it is studied in sufficiently dilute 
solutions of a strong base, the hydroxyl ion concentration is uncertain 
because of contamination from the air or from the containing vessel. If 
the solution is buffered, there may be additional catalytic effects due to 
acids or bases (in the sense of Bronsted) other than H"^ or OH”; these 
effects are considered in Bronsted’s theory of general acid-base catalysis. 
An illustration of the catalytic effects of hydrogen and hydroxyl ions is 

In aqueous solutions the liyilrogen ion is hydrated to form HaO+j the hydronium, oxo- 
niuin, or hydroxnniura ion. In the present dispu.ssion, the older name and .symbol are used 
for this ion. The reeognition of the stat e of hydratitm or solvation of the hydrogen ion is par- 
ticularly important in eoinparalive studies of reactions in various solvents. 

J. N. Rrlinsted, Chem. Rev., 6: 231, 1928; R. P. Hell, Acid-Base Catalysis: Clarendon 
Press, Oxford, 1941. 
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given in Fig. 8, which shows the velocity coefficients for the mutarotation of 
glucose in dilute hydrochloric acid and in ammoniacal buffer .solutions. 
Fig. 8 shows that the excess velocity above the minimum is directly pro- 
portional to the concentration of either catalyst, and the straight lines 
constitute a graph of equation (13). ilecause of the reciprocal relation 
between Vn and Con, it appears that hydroxyl ions have a negligibly small 
catalytic effect in acid solutions, while the same is true for hydrogen ions in 
alkaline solutions. This method of plotting compresses the region of 
minimal velocity, where both ions might be effective catalysts, into a single 



Fig. 8 . — Tatalysis by hydrogen and hydroxyl inns. MutaroLalion of glurose at 25°. 
(Data of f'. S. IIiidHon, .1. Am. (qiein. Soi-., 29; 1571, 1917, for hydrocliloric arid solutions, and 
of Y. fisaka, Ztschr. f. physik. I’liem., 36; CBl, 1900, for buffer solutions of ammonia and 
aniinoniuin chloride (1),()225 N).) 

point corresponding to the fco of equation (13). The true value of ftou is 
probably less than the slope of the line in the right side of Fig. 8, for Brdnsted 
and Guggenheim have pointed out that some of the catalysis observed in 
these buffers was probably due to ammonia molecules, while Smith^® has 
found evidence that a large fraction of the catalysis in alkaline solutions may 
be due to the catalytic effect of negative ions formed by the acidic dissoci- 
ation of glucose itself. 

In order to explain homogeneous catalysis, it is assumed that the reaction 
proceeds through a transition state in which there exists an intermediate 


J. N. Breinsted and E. A. Guggrnhrim, J. Am. rhein. Sdc., 49: 2554, 1927. 
G. F. Smith, J. Vhem. Sor., 1936; 1824, 193G. 
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compound or critical complex, of higher potential energy than that of the 
reactants or that of the products of the reaction. It was assumed by 
Bjerrum,^** as in Arrhenius’s original theory of active molecules,^® that the 
critical complex is always in equilibrium with the reacting substances, 
including the catalyst. If such an equilibrium is governed by the classical 
mass law, in terms of concentrations, the kinetic equation resulting from 
this hypothesis is identical with equation (14), provided that the rate 
depends on the concentration of the critical complex existing at any time. 
If the hypothetical equilibrium is governed by the thermodynamic law of 
mass action, in terms of activities, an equation of the same form results, 
provided that the activity coefficients are not changed by the progress of 
the reaction. On the basis of this theory, a reaction 

A^B 

catalyzed by hydrogen ions would be written in the form 
A + II ^ ^ AH+ ^ B + H+ 
with ail equilibrium constant defined by the equation 

K — ^ah/aii 

in which / represents an activity coefficient. The kinetic equation would 
then become 

_ = UKC^Vn 4 -^" 

(it /An 

= (15) 

Jah 

Evidently equations (14) and (15) are of the same form if the ratio of 
activity coefficients is constant. In comparative experiments with widely 
different concentrations, especially of electrolytes, this will not be the case, 
and equation (15) was originally proposed by Brbnsted'^^ to explain the 
effect of added salts on reaction velocity. If the substance A is a neutral 
molecule, the intermediate complex and the hydrogen ion will be ions of 
the same charge, and the activity coefficient ratio should be little influenced 
by an added salt. If A is a negative ion, the activity coefficient ratio will 
be decreased by added salt, and the rate of the reaction will show a corre- 
sponding decrease. If A is a cation, the complex will be a cation of higher 
valence, and the activity coefficient ratio will be increased by added salt, 
which will therefore increase the reaction rate. Salt effects of this kind, 
either positive or negative, are called primary salt effects, and their magni- 
tude and direction have been shown by Brbnsted and others^® to agree with 
the Debye-HUckel theory of interionic attraction in salt solutions. There 

N. Bjerrum, Ztschr. f. physik. Chem., 1D8 : 82, 1924; cf. R. P. Bell, ref. 43. 

J. N. Brbnsted, Ztschr. f. physik. Them., 1D2: 1B0, 1922; also ref. 43. 

V. K. La Mer> Chem. Rev., 10: 192, 1932; R. P. Bell, ref. 43. 
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are also secondary salt effects; here an added salt influences the activity 
coefficients in a second equilibrium, such as the ionization of a buffer, and 
thus indirectly produces a change in the concentration of a substance, such 
as hydrogen or hydroxyl ion, which is directly concerned in the reaction 
whose rate is measured. The Bronsted theory of salt effects on reaction 
velocity has been well verified for solutions of ionic strengths up to about 
D.l. For a reaction involving a neutral molecule and a univalent ion — 
that is, for most reactions catalyzed by H+ or 0H“ — the primary salt effect 
at 0.1 ionic strength is not apt to be more than 5 to 12 per cent of the rate. 
A secondary salt effect may be of the order of 50 per cent or more under 
comparable conditions. 

Electrolyte effects of an altogether different order of magnitude have 
been found in cojicentrated solutions of strong acids. In the acid hydrolysis 
of sucrose, for example, the classical proportionality between reaction 
velocity and hydrogen ion concentration is strictly exact only for concen- 
trations well below D.l jl/. The upper part of Fig. 0 illustrates the magni- 
tude of the deviations from linearity observed with cc)ncBntrated solutions. 
The velocity coefficient obtained with 4 molar acid is about 60D per cent 
greater than that which would be expected from the results at low concen- 
trations, as shown by the distance between the observed curve and the 
extrapolated broken line. The lower part of Fig. 9 shows that such a curve 
may be rectified by plotting the logarithm of the catalytic coefficient of the 
hydrogen ion, log {k/Curi)y against the acid concentration, as has been 
pointed out by recent workers.^® This linear relation corresponds to an 
« equation of the form 


log 



a hCaci, 


and it is consistent with the existence of a primary electrolyte effect due to 
the acid ksidf, although the effect is far greater than most primary salt 
effects. This interpretation follows from equation (15) if k / (/itci is identified 
with /ch/ii/a/Jah and if the logarithm of this ratio of activity coefficients is a 
linear function of the ionic strength, as might be expected from a con- 
sideration of the ionic types involved. However, Bronsted has not claimed 
that his equation includes all effects to be found in such concentrated 
solutions. 

An interesting relation between reaction rates in very acid solutions 
and the behavior of basic indicators was discovered by Hammett and Paul.®“ 
They plotted the logarithms of the velocity coefficients observed for the 
hydrolysis of sucrose in a number of concentrated solutions of strong acids 
against a newly defineil acidity function, and obtained a straight line of 
unit slope. This result amounts to a linear relation, with unit slope. 


M. DuIjdux, IlelvDt. rhi-ni. arta, 21: 23B, 1938; P. M. Lpininger and M. Kilpatrick. J, 
Am. Chem. Soc., BO: 2891, 1938. 

P, Hammett and M, A. Paul, J. Am. Chem. Soc., 55 : 830, 1934. 
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between log k and log ( Vbh/ ^b) where BH is the acid (cationic) form and B is 
the basic form of the indicator. In other words, the velocity 

coefficient itself was directly proportional to the concentration ratio of the 
two forms of the indicator, even though this ratio was not simply related to 
the hydrogen ion concentration nor to any other measure of acidity which 
had previously been suggested. Their result may also be taken to mean 



Fuj. 9. — f'atiilysis by hydrogen ions in eoiU'enlrated soJuLions. Hydrolysis of 10 per cent 
sucrose in hydrochloric acid solutions at t5°. (Data of A. Hantzsch and A. Weissberger, 
Ztschr. f. physik. Chem., 125: 251, 1927.) 

that k was directly proportional to Cufjifu/fBH> an expression which is of the 
same form as that given by the Bronsted theory in equation (15). 

Experiments with reactions catalyzed by acids have brought to light 
another divergence, usually of lesser magnitude, from the requirements 
of classical theory as represented by equation (14). This is an effect of 
the concentration of the principal reactant or substrate on the value of 
the velocity coefficient. For example, the unimolecular constant for the 
hydrolysis of sucrose in 0.1 N sulfuric acid was found by Jones and Lewis®^ 
to be increased by about 84 per cent when the sucrose concentration was 


“ V, M. Jones and \V. V. McT. Lewis, J. ('hem. Soc., 117: 1120, 1920. 
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increased from ID to 50 g. per 100 cc. A similar effect at lower concen- 
trations of sucrose is represented in Fig. 10. Here the rate of hydrolysis, 
at 25°, in 0.486 M hydrochloric acid, is contrasted with the rate produced 
by the enzyme invertase in dilute Buffer solutions. The reciprocal of the 
half-period was used as a measure of the s])ecific reaction rate because the 
enzyme reaction does not follow a first-order equation; for the acid hydroly- 
sis, is proportional to the observed values of k. It may be seen that a 
fivefold increase in the sucrose concentration produced an increase of 
about 1 D per cent in k for tli e acid hydrolysis; this effect may well be due to a 
change in the value uf fwf x/fiiA in equation (15). The far-greater opposite 



^SUCROSE 

Fig. If). — Effect of siiiTosr ermf-entration on the sperific veloeity ef hydrolysis ealalyzed 
by hydrochloric acid (D.tSB N) or by invertase (!!).□ iiig. per 1.) at 25°. Abscissas, moles 
sucrose per liter. Ordinates, 1000 times reeiprocal of half-period in minutes. |l)ata of I). I. 
Hitcliroek and R. R. Dougan, J. Phys. Them., 39: 1177, 1935.) 

effect which appears in the catalysis by the enzyme requires a different 
explanation. 

8. Catalysis by Enzymes.— Enzymes are organic catalysts formed in 
living cells. Although no enzyme has yet been synthesized in the labora- 
tory, several have been isolated in crystalline form, presumably as pure 
substances. The first enzyme to be crystallized was urease, isolated from 
jack beans by Sumner in 1925. Since that time, a number of proteolytic 
enzymes of animal origin have been crystallized by Northrop^^ and others. 
These crystalline enzymes appear to be proteins, but, since it is very 
difficult to apply the ordinary criteria of chemical purity to molecules as 
large as proteins, some workers still doubt that the crystalline enzymes are 
pure chemical individuals. When enzymes are dissolved or dispersed in 


J. H. Northrop, Prystalline Enzymes: Polumbia ITniversily Press, New York, 1939. 
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aqueous media, they form colloidal solutions. This property has led some 
investigators to classify the action of enzymes as heterogeneous catalysis, 
with emphasis on the possible adsorption of the reacting substances on the 
surface of the enzyme particles. Other workers, however, have preferred 
to consider the enzyme solutions as molecular dispersions, laying emphasis 
on the analogies between enzyme action and homogeneous catalysis, and 
attempting to apply the laws of classical physical chemistry as in the case of 
true solutions. 

The reactions catalyzed by enzymes may be classified roughly as those 
involving the hydrolytic splitting of chemical linkages, and those involving 
oxidation-reduction phenomena. Theoretically enzyme reactions, like 
other catalytic reactions, should be reversible, but such reversal has been 
definitely established in laboratory experiments in relatively few cases; 
enzymes which accelerate the hydrolysis of ester linkages have been shown 
to accelerate the reverse reaction. According to the usual definition of a 
catalyst, its presence ought not to shift the equilibrium point of the catalyzed 
reaction. Yet there are many reactions which do not take place at all in the 
absence of a catalyst, but go to completion if the jnoper enzyme is present. 
In such cases it may be argued that the original rate is not zero, but simply 
too low for convenient measurement. If so, the reactants without the cata- 
lyst are only in false or aj)parent equilibrium. In other cases the equilibrium 
concentrations seem tn vary with the total enzyme concentration. This may 
be true if the enzyme is destroyed during the reaction, or if it combines with 
one of the reactants or products. In the latter case, there may be a second 
equilibrium which should be considered simultaneously with the first; if it is 
neglected, the first equilibrium will appear to be shifted. 

There are a few principles governing the action of enzymes which seem 
to be quite general, and most of these were first established in the study of 
yeast invertase (also called saccharase or sucrase), an enzyme which cata- 
lyzes the hydrolysis of sucrose to form glucose and fructose. This enzyme 
has not yet been isolated as a pure or crystalline substance, and there is no 
good evidence that it can accelerate the reverse reaction. The frequency 
with which this enzyme has been studied is due to the ease with which 
it can be obtained in highly active and stable form, rather than to its 
intrinsic importance, but its behavior seems to be fairly typical of that 
found with other enzymes. 

9- Effect of Enzyme Concentration. — In general, the velocity of a 
reaction catalyzed by an enzyme is directly proportional to the concen- 
tration of the enzyme. This simple relation was established for yeast 
invertase by O’Sullivan and Tompson in 1890, and is illustrated in Fig. 11. 
It was formerly believed (SchUtz, 1885) that with pepsin the reaction rate 
increased only as the square root of the enzyme concentration, but North- 
rop®® found that direct proportionality could be obtained with pepsin and 


“ J. H. Northrop, Harvey Lectures, 21: 36, 1925-26. 
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trypsin if inhibiting substances were first removed by dialysis of the enzyme 
preparations. 

10. Effect of Hydrogen Ion Concentration. — ^If an enzyme reaction 
is studied in solutions of controlled and varied pH, it is usually found that 
there is an optimum region of acidity or alkalinity specific for the most 
efficient action of each enzyme on a particular substrate. Such pH effects 
were first described by S0rensen in 1909 for invertasc, pepsin, and catalase. 
The pH effect is generally explained (Michaelis and Davidsohn, 1911) as 
due to two factors, an irreversible destruction of the enzyme by acid on one 
side of the optimum, and a reversible ionization of the enzyme itself on 
the less acid side. On this theory the active portion of an enzyme such as 
invertasB consists of the unionized molecules or dipolar ions of the ampho- 



cx Invertase per IDOcc, 

Fio. 11. — Direct proportioiialily of rearlion velocity to enzyme coiiL’enlnition. (From 1). I. 
HitclicoL'k and R. B. Dougan, J. Physical Chem., 39: 1177, 1935.) 

tcric enzyme. The resemblance between the pH-activity curve for inver- 
tasc, on the alkaline side, and the dissociation residue curve of a weak acid 
was confirmed for three different temperatures by Nelson and Bloomfield.®^ 
In the case of pepsin and trypsin, Northrop®® pointed out that there was a 
certain parallelism between the pH-activity curves and the titration or 
ionization curves of the proteins used as substrates. In any case, it seems 
to be well established that the effect of pH on the velocity of most enzyme 
reactions is described by a curve shaped like a hump. Examples are to be 
found in books on enzymes.®® 

11. Effect of Substrate Concentration. — The marked effect of the 
sucrose concentration in decreasing the specific velocity of invertase action 
is shown in Fig. 10. This effect has usually been discussed in terms of the 


J. M. Nelson and H. Bloomfield, J. Am. Them. Soc., 46: 1025, 1924. 

J. B. S. Haldane, Enzymes: Limgmans, l^tondon, 1930; E. Waldachmidt-Leitz, Enzyme 
Actions and Properties, trims, by R. P. Walton: Wiley, New V^ork, l92d; II. Tauber, Enzyme 
Chemistry: Wiley, New York, 1937. 
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actual velncity rather than the specific velocity. A quantity proportional 
to the actual velocity may be obtained by multiplying the ordinates of 
Fig. 10 by the initial substrate concentration, or by noting the initial rate of 
change of the property which is measured in following the reaction. If the 
relative velocity is obtained in either of these ways, the curve assumes quitt^ 
a different shape. While the specific velocity decreases with increasing 
substrate concentration, the actual velocity increases to a rather flat 
maximum, as shown in Fig. 12 . Such curves have been interpreted, on the 
adsorption theory, by assuming that the surface of the enzyme becomes 
gradually covered or saturated with substrate as the initial concentration 
of the latter is increased. A purely chemical explanation was proposed by 



Grrams Sucrose perlODcc. 

Kig. 1j2. — Effect of substrate roni-entriition on the velocity of enzyme artioii. (From 1). I. 
Hitchcock and R. R. Dougaii, J. Physical ("hern., 3B : 1177, 1.935.) 


Michaelis and Mentcn.^®’^^ These workers plotted the relative velocity 
against the logarithm of the initial substrate concentration, and noticed that 
the curve then assumed tlie familiar sigmoid form characteristic of a mass 
law equilibrium, such as the dissociation of a weak electrolyte. They were 
able to derive an equation having such a curve by assuming that there was 
reversible combination between the enzyme and its substrate, and that the 
intermediate complex so formed was always in equilibrium, iiccMnliiiti to 
the law of mass action, with its constituents. They also assumed that the 
rate of the reaction was governed, at any time, by the concentration of the 
intermediate complex, but that the amount of substrate combined at any 
instant was a negligibly small fraction of the total. So far their assumptions 
are identical with those used by Arrhenius and Bronsted in explaining 
homogeneous catalysis. A difference is to be found in their final assumption. 


L. Mifhaelis and M. L. Menten, Riot-hem. Ztschr., 49: 333, 1913. 


Chap. 2] 


REACTION VELOCITY AND ENZYME ACTION 


43 


which is that the amounts of free and combined enzyme are of the same 
order of magnitude. If the hypothetical equilibrium is 

E + S ^ X. 

its equilibrium cDiistant (the “Michaelis constant”) will be 

_ 

L^X 

where Te is the concentration of free enzyme, Ts, that of the total substrate 
and Cx» that of the complex. However, if (\ represents the total enzyme 
eoneentratinn, (\: may be obtained from the relation 

with the result that 
or 

If the rate is proportional to C x, this equation makes it proportional to the 
total enzyme concentration, as it is known to be, while the last fraction 
accounts for the form of the saturation curve of Fig. 12. The equation 
shows that when C a is much smaller than Km, f x is proportional to Os; while 
when C H is much larger than Km, f x is constant and equal to fV. Evidently 
when f a is equal to Kmy f x will be equal to f t/ 2. Accordingly the Michaelis 
constant is equal to that concentration of substrate which produces half, of 
the maximal velocity. The reciprocal of Km is considered to be a measure of 
the affinity of an enzyme for its substrate. Michaelis and Mentcn carried 
their theory still further by assuming a similar combination of the enzyme 
with each of the products of the reaction, and worked out an equation for 
the kinetics of invertase action on this basis. All In nigh this theory has 
been widely adopted, there are several experimental results which it seems 
not to fit.^^ 

Possible variations of the Michaelis theory which may be applicable to 
other enzyme reactions, as well as simple graphical methods of obtaining the 
hypothetical dissociation constants, were discussed by Lineweaver arul 
Burk.^® 

A kinetic equation formally identical with that of Michaelis and Menten 
was derived from different assumptions by Van Slyke and Cullen (1914). 
They assumed that the time required for the formation and decomposition 
of the intermediate complex were of the same order of magnitude. The 
bearing of this hypothesis on the measurement of enzyme activity has been 
pointed out by Van Slyke. 

J. M. Nelson, [^hera. Rev., 12: 1, 1933. 

II. Lineweaver and D. Burk, J. Am. f^heni. Soc., 65 : 658, 1934. 

D. D. Van Slyke, Advances in Enzymnlogy, 2: 33, 1942, in which he has corrected the 
integrated equations on pp. 34, 35, and 39 by substituting x for 5. 


rv = f'l.; + f'x 
= (fV - (\) 

I X 
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12. Very Rapid Enzyme Reactions. — The majority of enzyme reac- 
tions which have been studied in vitro have been relatively slow, with half- 
periods measured in minutes or hours. The range of velocities accessible 
to experimental study was greatly increased by the development of an 
iiigiMiimi^ apparatus (IJartridge and Roughton, 1923) by which extremely 
rapid reactions, with half -periods measured in fractions of a second, could 
be studied. The use of this technique led to the discovery of carbonic 
anhydrase [Meldrum and Roughton, 1933), an enzyme which accelerates 
the hydration of carbon dioxide to form carbonic acid, as well as the reverse 
reaction. The physiological significance of this enzyme was reviewed by 
Roughton.®'’ 

Another form of apparatus for recording the progress of fast reactions 
was described by Stern and Du Bois,®' who were particularly interested 
in the enzyme catalase, which is obtained from liver and decomposes 
hydrogen peroxide. Stern reported the observation of spectroscopic 
changes which he interpreted as confirming the existence of a fugitive 
intermediate complex formed by this enzyme with another substrate, 
ethyl hydrogen peroxide, in agreement with the theory of Michaelis and 
Menten. 
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ELEMENTS OF THERMODYNAMICS* 


1. The Nature and Terminology of Thermodynamics. — Thermo- 
dynamics is that branch of physical science which deals with transforma- 
tions of energy, particularly of heat and work. Classical thermodynamics 
consists of deductions made from two fundamental laws whose general 
validity is accepted as the result of experience. During the last century, 
these laws have been usefully applied in physics, engineering, and chemistry, 
and there is no reason to doubt their applicability to processes which take 
place in living organisms. Many of the conclusions drawn from thermo- 
dynamics are negative rather than positive. It may be shown that a 
certain process is thermodynamically impossible; if so, it will not occur 
spontaneously. On the other hand, if a process is shown to be thermo- 
dynamically possible, it does not follow that it will occur at a measurable 
rate. Thermodynamics does not deal with rates, but rather with states of 
equilibrium. 

A thermodynamic system usually means a limited portion of space, with 
the matter which occupies that space. If the system is a closed system, 
matter is not transferred across its boundaries. If the system is isolated, 
there is no exchange of either matter or energy between the system and its 
siiiToiiiidiiig'i. The exchanges of energy between a system and its surround- 
ings, however, are the principal subject of thermodynamic discussions. 

The state of a system is defined in terms of properties which are measura- 
ble on a macroscopic scale. These properties may be the statistical result 
of the behavior of individual molecules, but thermodynamics does not deal 
with single molecules. A knowleilge of the state of a system implies a 
knowledge of the kind and quantity of matter, of its distribution between 
the solid, liquid, and gaseous states, and of the volume, pressure, and 
temperature. For any homogeneous portion of matter, the last three of 
these properties arc related by an equation of state, which may or may not 
be explicitly known. In the application of thermodynamics to simple cases, 
it is assumed that influences of gravitational, electric, and magnetic fields 
are excluded or may be neglected. 

A thermodynamic process takes place whenever there is a change, either 
physical or chemical, in the state of a system. A thermodynamic cycle 
includes processes by which a system undergoes a change of state along one 

* The writer is indebted to Dr. Srott E. Wood, of the Department of Chemistry, Yale 
Fniversity, for reading and criticizing the manuscript of this chapter, 

4d 
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path, but is returned to its initial state by way of another path. An 
equilibrium state is one which does not change spontaneously with the 
lapse of time. Cases are known of apparent but false equilibria, as in a 
mixture of hydrogen and oxygen gases at ordinary temperatures. Here it 
may be assumed that the gases are actually reacting to form water, but that 
the rate is too slow to be measurable; it is well known that the presence of a 
trace of a suitable catalyst will cause a rapid and violent approach to a 
condition of stable thermodynamic equilibrium. 

2. The First Law of Thermodynamics. — This law is nothing more 
than the principle of the conservatitm of energy, applied with the recognition 
that heat is a form of energy (Helmholtz, 1S47). It is comjirised in the 
statements that the energy of an isolated system is constant, and that ajiy 
exchange of energy between a system and its surroundings must occur 
without the creation or destruction of energy. The first law may be 
expressed by the equation 

AI7 = q — w, (1) 

Here q represents the heat absorbed by a system from its surroundings, and 
w represents work done by the system on its surroun flings. Energy can 
be transferred only as heat or work if there is no exchange of matter. The 
function represented by V is called the internal energy. Absolute values 
of V are not known; only changes in internal energy can be measured. 
The expression Al/ means a finite increment in ; it is the difference between 
the values of U at the end and the beginning of the i)roccss which is being 
considered. For a given change in state, the value of All is independent 
of the path by which the change takes place. This is also expressed by 
saying that 17 is a function of the state of the system, or that dU is an 
exact differential. Similar statements would not be true of q or w; the 
amounts of heat and work which are transferred during a change in the 
state of a system do depend on the path. 

Unless some special arrangement is made (as in a galvanic cell), the 
only sort of work done by a system on its surroundings is work of expansion. 
The term w in equation (1) may then be replace [1 by j) Av if the pressure is 

^ p dv if the pressure varies during the change in state of 

the system. If a process occurs at constant volume, with no arrangement 
for the production of electrical or other work, the term w becomes zero. 
This is the case when a chemical reaction takes place in a constant volume 
calorimeter. The first law then becomes 

-AT/ =-g,. (2) 

The heat evolved by a reaction which proceeds at constant volume is equal 
to the decrease in internal energy. 

If a reaction takes place without any constraint other than that of 
constant pressure, the first law implies that the heat absorbed is equal tq 
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AU + ^ Av. It is possible to state this fact in terms of another thermo- 
dynamic function called the heat content or enthalpy, which is defined by 
the equation 

H = U + pv. (3) 

The heat content is also a function of the state of the system. If the pres- 
sure remains constant, it follows that AH is equal to A 17 + p Av, or 

-AZ7 = — jp. (4) 

The heat evolved by a reaction in a constant pressure calorimeter is erpial 
to the decrease in the heat content function. The usefulness of this function 
is due to the fact that most processes arc studied at constant pressure. 

3- Spontaneous Processes and Reversible Processes. — Any system 
which is not in equilibrium undergoes a spontaneous change in the direction 
of equilibrium. Familiar examples include the falling of a weight toward the 
earth, the flow of heat from a hot object to a cooler one, and the diffusion of 
a gas or a dissolved substance into a region of lower concentration. It is 
possible to reverse the direction of some of these processes by the suitable 
application of energy. In thermodynamics, however, any actual or 
spontaneous process is said to be irreversible, because of a special meaning 
which is assigned to the word reversible. In order for a process to be 
thermodynamically reversible, it would have to be possible to restore the 
system to its original state by the expenditure of only as much energy as 
had been lost by the system in the original process. Conceivably this 
might be true for the expansion of a gas in a cylinder provided with a 
perfectly fitting but frictionless piston if the external pressure were infini- 
tesimally lower than that of the gas. The reversible process is an ideal 
which is approached only by small and slow real changes when frictional 
and other forms of resistance are negligible. An infinitesimal change from 
a state of equilibrium is considered to be reversible. The concept of a 
reversible process is useful in the calculation of limiting values for the 
energy changes which accompany real processes. 

4. The Second Law of Thermodynamics. — This law states a restric- 
tion which has been observed in the transformation of heat into work. 
This restriction has been stated by Planck®^ as follows: “It is impossible to 
construct an engine which will work in a complete cycle, and produce no 
effect except the raising of a weight and the cooling of a heat-reservoir.” 
This law denies the possibility of perpetual motion of the second kind, by 
which work would be produced from heat without other changes. It does 
not deny that work can be produced from heat by means of a suitable heat 
engine, for in this case there is always a transfer of a considerable fraction 
of the heat absorbed from a hotter to a cooler portion of the .Mirroiiiidiiig^. 
It was shown by Carnot (1824) that the theoretical maximum work done 


M. Planrk, Treatise on Thermodynamics, trans. by A. Ogg: Longmans, London, 1027. 
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by a cyclical heat engine is 



(5) 


if qi is the heat absorbed at the higher temperature, T\, This maximum 
work could be obtained only if every step in the operation were thermo- 
dynamically reversible. 

If such an ideal heat engine is considered as a thermodynamic system, 
the completion of a cycle restores the system to its original state. The value 
of A17 IS therefore zero for any number of cycles. It follows from the first 
law that 

w = qi-\- g2, (B) 


where —72 is the heat given up to the reservoir at the lower temperature, 
T 2 . Equations (5) and (G) may be combined to give a relation, 





which is valid for a cycle involving the reversible transfer of heat between 
two parts of the ^urnlllll(^nli!'^ at different teini)cratures. This may be put 
into the form 

for any reversible cycle. The sum of such ratios, S (g^/ T), for any reversible 
process was termed by Clausius [1854) the increase in entropy of the system. 
Changes in the entropy, /8, accompanying a reversible process, are defined 
by the equation 

AS = 2 (0) 


The fact that A*S is zero for a cyclical process is consistent with the idea that 
the entropy is determined by the state of the system, and it can be proved 
that the change in entropy, like the change in internal energy, is independent 
of the path by which a definite change in state occurs. 

If the cycle of a heat engine includes an irreversible process, the work 
done is less than that given by equation (5), for some heat is lost by frictional 
or other resistance. Since — ^2 is greater than before, 'Z[q/T) is less than 
zero. Because the process is cyclical and is a function of the state of the 
system, A*Si is still zero. It follows that 

for a cycle which includes an irreversible process, and it can be shown that 
this inequality is valid for any irreversible process, whether it be cyclical 
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□r not. The change in entropy accompanying an irreversible process is not 
given by the sum of the actual g/T terms, but must be obtained from the 
corresponding terms for a reversible process which produces the same change 
in state. 

In terms of entropy, the second law of thermodynamics is comprised 
in the relations (9) and (ID). If changes in the entropy of the surround- 
ings as well as of the system are considered, this law may be stated in the 
form that any irreversible process is accompanied by an increase in the total 
entropy of all bodies concerned in the change, while a reversible process 
takes place with no change in entropy. 

5. Work Content and Free Energy. — An alternative statement of 
the second law, in terms of work rather than heat nr entropy, was once maile 
by Lewis®^ as follows: “Every process that occurs spontaneously is capable 
of doing work; to reverse any such process requires the expenditure of work 
from outside.” The significance of this statement was clarified by the use 
of two additional thermodynamic functions which had been employed by 
Gibbs®"^ in 1875. The work content, A (maximum work function, Helm- 
hj)ltz free energy), and the free energy, F (thermotlynamic potential, Gibbs 
free energy), are defined by the equations 

A = U - rS (11) 

F = U - TS + pv = A + pv = II - TS. [U) 

These equations indicate that each of these quantities is a definite function 
o,f the state of a system. 

For a process which takes place at constant temperature, the change in 

A is 

{AA)t = AU - T AS. (13) 

If the process is reversible, equation (13) may be combined with equations 
(1) and (9) to give 

\AA^T — ^max. (I^) 

since the work done by a reversible process is the maximum work which can 
be obtained from a given change in state. If the same change in state 
takes place along a path which is not completely reversible, the decrease 
in A will be the same, but the work done will be less. The work done 
approaches the decrease in A as the process becomes more nearly reversible. 

For a process which takes place at constant temperature and at constant 
pressure, the change in F is 

[AF^t,p = ATT — T AS -|- p Av. (15) 

If the process is also reversible, equation (15) may be combined with 
equations (1) and (9) to give 

— (Af)r,p = - V Av. (16) 

G. N. Lewis, J. Am. Chem. Snn., 36: 1, 1913. 

J. W. Gibbs, Collerted Works, Vol. I: Longmans, New York, 1928. 
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The decrease iu free energy at^iMniipanyiiig any process at constant tempera- 
ture and pressure is equal to the maximum net work, exclusive of work of 
ex])ansion. If the process is not completely reversible, the decrease in 
free energy is greater than the actual net work, which approaches —AF as 
the reversibility of the process is improved. 

Since any spontaneous process is thermodynamically irreversible, such a 
process will yield an amount of work less than that obtainable from the same 
change of state by a reversible path. Instead of equations (14) and (16), 
the inequalities 

-{AA)t >w [17) 

— (AF)t,p > w — p Av (18) 

are valid for spontaneous processes. In the absence of any ;ii'r<iiiLn'iiii iii 
for the production of electrical work, or some other unusual form of work, 
the term w represents mechanical work of expansion and is equal to p Av. 
If the volume of the system is kept constant, this work term becomes zero. 
Spontaneous processes may therefore be characterized by two additional 
inequalities, 

-[AA)t,v > 0 (13) 

-[AF)r.p > 0. (2D)* 

A spontaneous process at constant temperature and volume must be 
accompanied by a decrease in the value of the work content, while one 
which occurs at constant temperature and pressure is possible only if the 
free energy decreases. Either process can be reversed only by the expendi- 
ture of energy from outside the system. 

Spontaneous processes tend to go on until equilibrium has been attained. 
When this state has bepn reached under the given conditions, the value of 
A or F will no longer change. The equations 

[dA)T,v = D (21) 

and [dF)T,p = D (22) 

may therefore be used as criteria of equilibrium. These and other criteria, 
corresponding to other restricting conditions, were stated by Gibbs, but 
it was Lewis®®’®^ who pointed out the practical advantage of using relations 
containing the free energy function; this advantage arises from the fact 
that most processes are studied at constant pressure. As a result of Lewis’s 
work, our knowledge of chemical reactions has been greatly increased by 
the systematic study of free energy changes. 

6. Chemical Potentials. — For jin infinitesimal, reversible change in 
which the only work is that of expansion, equations (1) and (9) may be 
combined in the form 

dJJ = TdS - pdv. (23) 

G. N. Lewis and M. Randall, Thermodynamics and the Free Energy of Chemical Sub- 
stances: McGraw-Hill, New York, 1023. 



Chap. 3] 


ELEMENTS OF THERMODYNAMICS 


51 


If such a change involves the introduction of additional quantities of matter 
into the system, there is an additional increment in internal energy for each 
added substance. Equation (23) must then be replaced by the expression 

dlj = — pdv H” fJL^dfii -j- jj. 2 d'ti 2 “!“■■■ 

in which Ui and nj represent the quantities of different substances in the 
system. Each of the coefficients /i is a partial Jerivative of with respect 
to the amount of one substance only. If the change takes place at constant 
temperature and pressure, the increase in free energy, according to equation 
(12), is 

[dF)T,p = dU — TdS 'pdv. (25) 

Addition of pquati[)ns (24) anil (25) gives the relation 

= ^l\df\x + ^I2dn2 + • • • (26) 

from which it appears that /x is also a partial derivative of F with respect to 
the amount of a single substance. The coefficients /x were first used by 
Gibbs, who referred them to unit masses of substances. If the unit mass of 
each substance is taken as its molecular weight in some specified state, n 
represents a number of moles and /x is the chemical potential per mole, 
which is identical with the partial molal free energy of Lewis. 

For a change which docs not involve the introduction of now matter 
into the system, but only the transfer of matter from one phase to another, 
the corresponding relation is 

[dF)T,p = p'd'a' + p"dn", (27) 

where the prime marks refer to two phases. If only one kind of matter is 
transferred, dn' is equal to —dn", and if the system is in equilibrium [dF)T,j, 
is zero. It follows that the simple relation 

m' = /' (28) 

is a criterion of equilibrium for the distribution of a substance between two 
phases. The chemical potential is a measure of the tendency of a sub- 
stance to pass from one phase to another; that is, of its escaping tendency. 
Equation (28) applies to the equilibrium between a liquiil and its vapor or 
solid phase, and to that between a pure substance anil its saturated solution. 
It also provides a basis for the law of distribution of a solute between two 
solvents, as well as for the equations dcsiTibing osmotic equilibrium and 
the Donnan membrane equilibrium. 

The chemical potential was employed by Gibbs in the deduction of the 
phase rule, and it has also been used to deduce many other fundamental 
laws of physical chemistry, including the law of mass action for physical 
or chemical equilibrium. Numerical values of the chemical potential, 
however, are not often used ; for a dissolved substance the chemical potential 
has the inconvenient property of approaching minus infinity as the conceii- 
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tration becomes very low. It is preferable, for many chemical calculations, 
to replace the chemical potential by a related function, the activity. 

7- Activity and Activity Coefficient. — In eary applications of thermo- 
dynamics to physical chemistry (van’t Hoff, Nernst, and others), important 
equations were derived by combining the first and second laws with the 
equations for perfect gases or ideal, dilute solutions. These equations were 
exact only when applied to highly dilute systems. Equations of similar 
form were made applicable to all regions of concentration by the introduction 
of a function called the activity (Lewis, 1907). The activity of a substance 
may be defined by the equation 

jii — = JiT In a (29) 

in which a represents activity and it is the constant of the perfect gas law. 
The quantity is the chemiral potential of the substance in an arbitrary 
standard state in which its activity is taken as unity. The standard state 
is chosen in such a way that the activity becomes equal to the pressure for a 
perfect gas, to the mole fraction f()r the solvent in an ideal solution, and to 
the molality [moles solute per 1009 g. water) for a solute in an ideal dilute 
aqueous solution. The activity of a pure solid or liquid is taken as 1. 
The activity may always be replaced by the product of an actual pressure, 
mole fraction or molality, and a number called the activity coefficient. The 
activity coefficient is an expression of the difference between actual and 
ideal behavior; if the laws of ideal gases or solutions were accurately followed, 
the activity coeflHcient would always be 1. Actually its -value is within a 
few per cent of 1 for most gases at moderate pressures (up to 1 or 2 atmos- 
pheres) and for non electrolytes in aqueous solutions of moderate concen- 
tration (up to about 1 molal). For strong electrolytes in aqueous solution, 
however, marked deviations may appear at much lower concentrations. 
Approximate values for some common salts in water at 25° are given in 
Table II, which was prepared by rounding off a few of the more exact 
figures given by Robinson and Harned.^® The effect of temperature on the 
activity coefficients of strong electrolytes is generally rather small; that of 
0.1 M NaCl decreases about 1 % between D° and 4D°C., while that of 1.0 M 
NaCl increases 3% over the same range. The activity coefficient of NaCl 
/in sea water is about 0.B7, while that of a weak acid (or of the ions of water) 
in sea water is approximately 0.73 (Robinson and Harned).®® 


Table II. — Activity Coefficients of Salts in Water at 25’’ 


Molality 

NaCl 

CaCk 

Na 2 S 04 

Mg504 

D 1 

0.78 

0 53 

0.45 

(B 150) 

D.2 

0 73 

0 48 

0.37 

0.108 

0.5 

0 B8 

0 4S 

0.27 

0 OBB 

1 0 

0 6R 

0 51 

0 20 

B 040 


R. A. Robinson and H. S. Harned, Chem. Rev., 28: 419, 1941. 
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Methods for obtaining the values of activity coefficients were discussed 
by Lewis and Randall/® Robinson and Harned/® and Maclnnes.®^ 

One of the simplest ways of determining the activity coefficient of a 
dissolved substance is based on solubility measurements. Since the chemi- 
cal potential of the solute in a saturated solution is equal to that of the solid 
saturating body, the activities of the same substance in the two phases are 
proportional, or 

“ (dissolved) ^ ^ 
a (solid) 

It will be seen that equation (30) is nothing more than the law of mass action, 
as applied to a simple case of physical equilibrium. The value of K would 
be 1 if the same standard state were used for both phases, but this is not the 
case. The activity of the solid is taken as 1. That of the dissolved sub- 
stance may be replaced by the product of its molality, m, and its activity 
coefficient, 7 , or by the product of its molar concentration, and a slightly 
different activity coefficient,/. Accordingly we may write 

r/ = . (31) 

The solubility may be varied by iM|iiilibra I iiig the solid with solvent con- 
taining varied amounts of a second solute, of concentration C". By a 
suitable plot (e.g., log C vs. C + C' or \/ C (y) it may be possible to make 
a linear extrapolation to infinite dilution. This procedure yields a fictitious 
value, Cd, for the solubility of the first substance at infinite dilution of both 
substances. C/p is equal to K in equation (31), since the value of / for 
infinite dilution is 1. The activity coefficient of the first substance in a 
solution in which its solubility is (7 is then obtained by the simple relation, 

/ = §’■ ( 32 ) 

8 . Osmotic Work and Free Energy of Dilution. — In the historical 
development of physical chemistry, considerable use was made of the 
concept of maximum osmotic work and of the analogy between the behavior 
of dilute solutions and perfect gases. If a gas is allowed to expand reversi- 

fVi 

bly, the maximum work done on the surroundings is / p dv. If the gas 

follows the perfect gas law, p may be replaced by uRT/v, and if the tempera- 
ture is constant the work done is 

w = nRT \n- = nRT \n ( 33 ) 

Vi L2 

where n is the number of moles of expanding gas. 

If a solution is separated from the pure solvent by a semipermeable 
piston, it may also expand reversibly, drawing in solvent by osmosis, if the 

D. A. Maclnnes, PrinniplB.s of Eleetrorhemistry: Rcinhnld, New York, 1939. 
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external pressure on the piston is infinitesimally lower than the osmotic 
pressure of the solution at all times during the process. The maximum 
work done in raising the piston is given by a similar integral in which the 
osmotic pressure, P, replaces the gas pressure, p. If the osmotic pressure 
follows van’t Hoff’s law, P is equal to nRT /v or RTC, Accordingly, the 
maximum work obtained by such a reversible dilution process is also given 
by equation (33) if n is taken as the constant number of moles of solute in 
the system. If the external pressure on the piston is increased above the 
osmotic pressure of the solution, the latter becomes more concentrated by 
the removal of solvent through the semiperm eable piston. In this case 
(\ is less than w is negative, and work at least equal to must be done 
on the system by some external agency. If the pure solvent and the piston 
are removed, the change of state may be described by saying that n moles 
of solute have passed from the condition described by Ci and T to that 
described by C 2 and T, the initial and final total pressures being identical 
with that of the atmt)sphere. Now n moles of solute may also experience 
the same change of state by being transferred bodily from a large volume of 
solution of concentration Ti to another large volume of solution of concen- 
tration f' 2 . If this transfer is accomjdished in a reversible way, the process 
will yield an amoujit of energy equal to the w of equation (33), and this 
change in energy has often been called osmotic work. Since iv is the 
maximum work obtainable from a process at constant temperature, it is 
also equal to — (Ayl)r for the whole system, according to equation (14). 

The change in energy accompanying the transfer of a solute from one 
concentration to another is better expressed in terms of free energy and 
activity, because it is then no longer necessary to limit the equations to the 
case of solutions which follow van’t Hoff’s law. For the reversible transfer 
of n moles of solute from solution 1 to solution 2, the decrease in free energy 
at constant temperature and pressure is given by an equation similar to 
equation (27), 

— {AF)t,p = n(gi — jU2). (34) 

The chemical potentials may be expressed in terms of activities by equation 
(29), with the result that 

-[AF)t,p = nRT In-- (35) 

a2 

If the activity coefficients of the solute in the two solutions are identical, the 
right members of equations (35) and (33) are the same. Actually the changes 
in free energy and work content must differ by A{pv), but in the application 
of equation (33) to the transfer of solute it was assumed that no change in 
volume or pressure occurred. 

Equation (35) was used by Borsook and Winegarden"* in an interesting 
application of thermodynamics to the calculation of the work done by the 


““ H. Bursonk and H. M. Winegarden, Proc. Nat. Acad. Sr. V. S., 17: 3, 13, 1R31. 
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human kidney in the formation of urine. These authors showed that their 
equation could be reduced, by simplifying assumptions, to the form of an 
equation previously obtained by Hill/® who made use of the concept of 
osmotic work rather than free energy. 

9. Some Thermodynamic Equations of Physical Chemistry. — A 
few of the physicochemical relationships which have been deduced by 
means of thermodynamics are summarized below. Derivations of these 
equations are to be found in textbooks of physical chemistry and chemical 
thermodynamics. 

Law of Mass Action for Equilibrium . — ^For a physicochemical equilibrium 
of the type 

7nA + 7/B ^ pc + gD 


the law of mass action is 

^ (C)^(D )^ 


(36) 


This is an exact equation if the parentheses refer to the activities, at equi- 
librium, of the substances whose symbols are enclosed. 


Free Energy of a iliemical Reaction. 

-AF = RT 111 K - RT In Q. (37) 

Here K is the equilibrium constant, as defined by the preceding equation. 
5* is a similar quotient of activities which do not refer to the equilibrium 
state. These activities are specified or implied in the chemical equation for 
the process, which is the complete conversion of the indicated numbers of 
moles. 


Free Energy and Temperature. 

(iAF\ ^ All d[AF/T) 

\dT)^ T ’ d\\/Ty ~ 


(38) 


Here AF and AH refer to the same process at constant temperature and 
pressure. 


Equilibrium (^onstanf and Temperature. 

d\nK _ AH dlogK ^ -AH 

dT Rr^ ~d(l/T) 2.303«' ^ 

In this equation A// refers to the process indicated by the chemical equation 
for which K is calcidated. 


V apor Pressure and Teinperature. 

dp ^ MI dAogp^ -MI . . 

dr TAv’ rf(l/7’) 2.3“B3«' ' ^ 

•’ A. V. Hill, in J. Bnri-roft, The Respiratory Function. of the Blood, 1st ed., pp. 
University Press, Pambridge, 1914 , 
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Here Aff refers to the formation of 1 mole of vapor from the liquid or 
solid, and Ar is the iMirrr^poinliii^ increase in volume. The second form is 
exact if the volume of the liquid or solid is negligible with respect to that of 
the vapor, and if the vapor behaves as a perfect gas. 

Osmotic Pressure and Vajpor Pressure. 

P = ^ In (41) 

Fd p 

In this equation P is the osmotic pressure of a solution over which the vapor 
pressure of the solvent is p; pa is the vapor pressure of the pure solvent and 
Fd is the molar volume of the liquid solvent in the solution. The equation 
is exact if Fo is independent of pressure and if the vapor of the solvent follows 
the perfect gas law. 

Osmotic Pressure and Voncentration. 

jy 1 

^ - t; T^- 

Here x is the mole fraction of solute in the solution. The equation is 
exact if the conditions for the preceding equation are satisfied and if the 
vapor pressure follows Raoult’s law. The simpler equation of Morse, 

P = IlPm, (43) 

gives values of P which are somewhat higher, but the difference is less than 
1 per cent for concentrations below 1 molal. For concentrations of the 
order of D.l M, either equation becomes practically identical with the 
original equation of vaii’t Hoff, 

P = KTC. [44) 

None of these equations is valid for electrolytes unless the concentration of 
the ions is taken into account, and even then it may be necessary to intro- 
duce an empirical osmotic coefficient to make the equations fit experimental 
data. 

Freezing Point Depression and Concentration. 

A 7/ = k/m. (45) 

This is an approximate equation for dilute solutions. For aqueous solu- 
tions, kf is l.S58°C. 

Osmotic Pressure and Freezing Point Depression. 

A T 

P = (46) 

This equation is valid over a much wider range than the preceding formula. 
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For aqueous solutions it may be written 

P (atm.) = D.D441BrAr/ 
or 

P (atm., rC.) = l2MATf. 

Electromotive Force and Temperature. 

dE\ _ E + AH/nF 
dTj,, " T 

In this equation E is the electromotive force, in volts, of a reversible galvanic 
cell; All is the increase in heat content, in joules, of the cell reaction which 
involves n electrochemical equivalents; and F is the faraday, 96,500 coulombs 
per equivalent. 

Other thermodynamic relations involving electromotive force are dis- 
cussed in the following chapter. 

General Refereiices 

A. A. N^yps and M. S. Sherrill, Chemical Principles: Macmillan, New York, 1922, 193B. 

F. H. MacDougall, Physical Chemistry: Macmillan, New York, 1943. 

G. N. Lewis and M. Randall, Therm Ddynamics and the Free Energy of Chemical Substances: 

McGraw-Hill, New York, 1923. 

L. E, Steiner, Introduction to Chemical Thermodynamics: McGraw-Hill, New York, 1041. 
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4 

ELECTKOMOTIVE FORCE 


Electrocliemislry and electrnphysiology may be said to have had a 
common origin, shortly bidore 1800, in the well known experiments of 
tlalvani with frogs’ legs in contact with two metals, and in the controversy 
between iTalvani and Volta concerning the interpretation of these experi- 
ments. This disi)ute led Volta to the discovery of the first electrochemical 
cell, the vtdtaic j)ile. Electrochemistry has developed along quantitative 
lines since the statement of Faraday’s law (18S3), while the modern develop- 
ment of eleclrophysifdogy dates from the discovery by du Bois-Reymond 
(1843) fd' the current of injury from a muscle or nerve. In recent times, 
inucli of the experimental work in both of these branches of science has 
involved the exact measurement of electromotive force. 

1. Galvanic (’.ells.- -If a single piece of metal is connected, at two 
])oints, to the terminals ol* an instrument for measuring electromotive 
force (a potentiometer), there is, in general, no difference in electrical 
potential; the electromotive force is zero. Yet the only sort of potential 
difference which can be measureil is one existing between two pieces of 
metal of the same kinil. If there are connecterl belween these two pieces 
of similar metal one or more ])ieces of dissimilar metal, there may be a 
measurable electrr)mntive force if two of the junctions are kp])t at tlifferent 
temperatures; this arrangement is a thermocouple. A measurable electro- 
motive force may also be obtained from a cell containing two electroiles, of 
different kimls of metal, both in contact with a single solution of suitable 
chemical jiature. The existence of this electromotive force does not recpiire 
a diffenuicc in t emj)eralure. Such an arrangement is a galvanic cell. 
Again, the measuri'd electromotive force is that between two i)icces of metal 
of tlie same kiiul; namely, the wires leailing to the measuring instrument. 
The clectrcjundive fcirce is generally considered by chemists t[) be due tf) 
unequal poteidlal differences at the phase boundaries in the cell; that is, the 
interfaces between each of the electrodes and the solution. It should be 
emphasized at the outset that no way is known to measure the single 
poteniial tlifference at any such })hasR boundary. 

Of the galvanic cells which are employed in physicochemical investi- 
gatif)iis, the majority have cleclromolive forces of the order of 1 volt or 
less. The E.M.F. of the lead storage cell or accumulator is about 2 volts, 
that of a fresh dry cell is about 1.5, and that of the Weston standard cell is 
close to 1.018, Potentiometers used in the exact measurement of E.M.F. 

59 
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have a range extending to 1.6 volts, and this range has been found ample in 
most scientific investigations of individual galvanic cells. 

2. Reversible Galvanic Cells. — In certain cases the free energy of a 
chemical reaction may be obtained from the measurement of the electro- 
motive force of a reversible galvanic cell. This is possible if the cell is what 
Gibbs called a perfect electrochemical apparatus; that is, if no change takes 
place in the cell except during the passage of current, and all changes which 
accompany the current can be reversed by reversing the current. The 
electromotive force of such a cell, if measured at constant temperature 
without drawing current from the cell, is proportional to the free energy of 
the cell reaction. If a very large cell of this sort were allowed to deliver n 
faradays of electricity, the cell reaction would proceed reversibly in the 
direction of spontaneous approach to erjuilibrium; the number n is the 
number of electrochemical equivalents corresponding to the numbers of 
moles indicated by the chemical equation for the cell reaction. Since elec- 
trical work in joules is given by the product of electromotive force in volts 
and the number of coulombs of electricity which flow, the maximum elec- 
trical work of the process is nfJF where F is the number (96,500) of coulombs 
in one faraday of electricity. The maximum work of the process is — A^; 
this includes any work of expansion as well as the electrical work. It 
follows from equations (14 and 16, chap. 3), since only these two kinds 
of work are involved, that the maximum electrical work is the free energy 
decrease accompanying the cell reaction, or 

“AF = nFF. (1) 

It is therefore possible to relate the electromotive force to the equilibrium 
constant of the cell reaction, and the activities of the substances involved, 
by combining equation (1) with (37, chap. 3). 

For the cell 

[Pt)H 2 (1 atm.), HC1((7), AgCl, Ag (I) 

the cell reaction is 

J^H 2 (gas, 1 atm.) + AgCl (solid) 

^ H+ (aq. soln., V) + Cl“ (aq. soln., C) + Ag (solid) 

for one faraday of electricity. The activities of the two solids and the 
hydrogen gas are unity by definition. Equation (37, chap. 3) may be 
applied in the form 

-AF = RT\nK - RT In C/uPciA (2) 

in which K is the equilibrium constant and/^ is the product of the activity 
coefficients of the ions H"*" and Cl“. Equations (1) and (2) may be combined 
to give a formula for the electromotive force, 

PhCc./^ 


(3) 
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The quantity -Eo is a constant characteristic of the cell reaction at the given 
temperature; its value may be obtained by an extrapolation to zero ionic 
strength of a suitable function of the E.M.F. and the ionic concentrations.^® 
In using equation (3), E is generally expressed in volts; if so, R must have 
the value 8.314 joules per mole and per degree. If logarithms to the base 
10 are used, the coefficient of the logarithmic term is 1.984 X lO^^T/w. 
The numerator of this expression is 0.05915 for 25° or O.OB173 for 38°. In 
subsequent equations this coefficient will be abbreviated as 0.06, with the 
understanding that its exact value should be used in calculations. After 
Eo has been obtained, equation (3) may be solved for / and equation (2) 
for — AF. 

Cells of type I (reversible galvanic cells without liquid junction) have 
been widely used by physical chemists in the measurement of the activity 
coefficients of strong electrolytes and the dissociation constants of weak 
electrolytes.’^ 

3- Concentration Cells Without Transference. — If two cells of 
type I are connected in series, with like poles together, the resulting double 
cell is called a concentration cell without liquid junction, or without transfer- 
ence. If the concentration of the electrolyte is the same in both parts of 
the cell, the electromotive force will obviously be zero. If two different 
concentrations are used, a finite electromotive force is obtained. If current 
is drawn from the cell, the same reaction proceeds in opposite directions in 
the two parts of the cell, and the net result is the removal of ions of the 
electriilyte, in equivalent amounts, from one solution, and the production of 
similar itins, in the same amounts, in the other. This transfer is not called 
transference in the electrochemical sense, because the ions do not migrate 
directly from one solution to the other. In this case hydrogen, silver, and 
silver chloride will also appear or disappear on one side or the other; since 
each of these substances is in the same state in the two parts of the cell, the 
changes in their amounts do not involve a change in the free energy of the 
whole system. The free energy change of the net cell reaction is therefore 
that of the transfer of the electrolyte from the more concentrated to the 
more dilute solution; it is given by the difference between two equations of 
the form (2), or by the sum of two equations like (35, chap. 3), one for each 
type of ion. The electromotive force of the cell is therefore related to the 
concentration of the acid (since Ch and Ca are equal in this case) by the 
equation 

£= 0.1)6 log 0) 

□r E = ZX 0.56 log^^. (6) 


’“D. A. Mairinnes, Principles of Electrochemistry: Reinhold, New York, 1939. 

H. S. Harned, in H. S. Taylor’s Treatise on Physical Chemistry, 1 : Van Nostrand, New 
York, 1931; H. S. Harned and B. B. Owen, Chem. Rev., 26: 31, 1930. 
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where the subscripts refer to the two snhitinns ami / is the geometric mean 
activity coeffieieiit of the two ions. 

4. CDiicentraiion Cells with Transference. A cell of I his lyi)i; has 
two identical electrodes reversible with respect to tlie same kind of ions, and 
two solutions (‘on laitiiiig the same electrolyte at two different concen- 
trations; the cell is completed by a direct liquid junction between the two 
solutions. Such a cell is 


(Pt)H2, Hf l(f o), H( 1(( 0, Jh{r\) ( 11 ) 


and its cell reaction involves not only the changes at the electrodes but the 
migration of the ions at the liipiid junction. The electromotive force 
therefore depends on the transference number or the fraction of current 
carried by one kind of ion in this dirert migration. Fur small differences in 
concentration the electromotive ft)ree is given by an equation 


E = 2 X n.OB/Jog 

* ‘i/2 


(B) 


obtained from equation (35, chap. 3) by replacing n by 2/^. Here ta is the 
transference number of the ion to which the eleetrojles are not reversible 
(in this case, the anion). Since the transference number, is related to 
the mobilities, u and v, of the cation and anion of an electrolyte by the 
equation 


ta 


V 

U + V 


(7) 


equation (6) may be written 


or 


E = 
E = 


2 X 0.D6?’ 
u + r 


rji 

'(\f 


D.OG log 

L2/2 


D.DB 


u — V 
U + V 


log 


'('■J 2 


(s) 

(») 


These equations, without activity coefficients, were obtained by Nernst in 
1889. If u and v were exactly equal, equation (7) shows that fa would be 0.5, 
and equation (6) or (9) would then reduce to a form resembling the simple 
formula which is more commonly associated with Nerns’t’s name. 

5. Liquid Junction Potentials. — In the case of hydrochloric acid, the 
transference number of the anion is only 0.17; that is, the hydrogen ion is 
about five times as mobile as the chloride ion. 4t the junction between 
two solutions of hydrochloric acid, both ions diffuse from the more concen- 
trated solution to the more dilute. The higher mobility of the hydrogen 
ion has the effect of increasing the positive electric potential of the dilute 
solution, even though electrostatic forces prevent any analytically detect- 
able separation of the oppositely charged ions. The existence of this 
diffusion potential may be inferred from the fact that the electromotive 
force of Cell II, with D.l and O.Dl N solutions of the acid, is only 19.3 milli- 
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volts (at 25°) while that of the similar cell with silver-silver chloride elec- 
trodes is 92.5 mv. In the first case the liquid junction potential opposes 
the difference in electrode potentials, while in the second case it is added to 
it. In this argument it is implied that the difference between the electrode 
potentials ought to be the same for the two cells. This would be the case 
if the hyilrogiMi and chloride ions, in a given solution of hydrochloric acid, 
had identical activity coefficients. If this assumption could be justified, we 
could say, in agreement with Nernst, that* the first term on the right in 
equation (9) represented the difference between the electrode potentials, 
while the last term represented the liquid junction potential or diffusion 
potential. The former is just half the electromotive force of a concentra- 
tion cell without transference. Since this cell has an E.M.F. of 111.8 mv. 
with these coiiceiitratif)ns of acid, the diffusion potential would be 
55.9 — 19.3, or 92.5 — 55.9, which is 3B.S mv. Unfortunately these 
calculations rest on an assumption which has not been verified. No way is 
known to obtain the activity coefficient of a single kind [)f ion, nor to obtain 
the value of a single junction potential. If one could be measured, the 
other would be known. Any value for either quantity rests on an arbitrary 
assumption; various plausible assumptions lead to calculated values for the 
same liquid junction i)otential differing by 1 or 2 millivolts, even in simple 
cases. 

For a cell containing solutions so nearly alike as to have the same 
activity coefficient, Nernst ’s original interpretation would be correct, and 
the diffusion potential between two solutions of the same 1:1 electrolyte 
woulil be 


I) 


0.06 


u — V 
U + V 



( 10 ) 


(This is the integral form of equation (11, chap. 1), which occurred in 
Nernst's derivation of the relation between diffusion coefficient and ionic 
mobility.) 

It was later pointed out by Nernst (1898) tlriat the diffusion potential in 
a cell of type II could be practically eliminated by using as the solvent not 
pure water, but a solution of a suitable indifferent electrolyte. According to 
more recent ideas, a second electrolyte, if present in sufficient concen- 
tration, will have a ‘"swamping” effect on the forces between the ions of the 
first electrolyte, giving it a constant activity coefficient independent of its 
own concentration. Jii that case equation (9) becomes 


D.oB r, 

K = log /7 > 

n ^ Ug 


( 11 ) 


which is the original Nernst formida. The ^w.impiiig effect of an added 
salt was also shown by Bronsted [1919) to make the classical law of mass 
action, in terms of concentrations, valid for reactions in\ olving ions. It is 
this influence of a relatively constant electrolyte content which has made 
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possible the application of simple equations in studies of the acid-base 
balance in blood. 

In spite of the uncertainty as to the exact measurement of liquid junc- 
tion potentials, fair estimates of their probable magnitude may be obtained 
from these equations based on the laws of ideal dilute solutions. A com- 
parison of equations (lO) and (11) shows that the diffusion potential in a 
concentration cell with transference is less than the calculated difference in 
electrode potentials. The latter may approach 60 mv. for a 10:1 ratio of 
concentrations, while the diffusion potential is calculated to be about 
— 36 mv. [dilute solution positive) for hydrochloric acid, +12 mv. for 
sodium chloride, and only about 1 mv. for potassium or ammonium chloride 
solutions. For the case of two equally concentrated solutions containing 
different uni-univalent electrolytes with a common ion, the diffusion poten- 
tial may be calculated approximately by an equation of Planck (1890), 
modified by Lewis and Sargent (1909), 

= O.DBlog^'. (12) 

A2 

in which Ai and A 2 are the equivalent conductances of the two electrolytes 
at the given concentration . The sign of Ed may be obtained by considering 
the relative mobilities of the ions not shared in common. At the junction 
between 0.1 N solutions of hydrochloric acid and sodium chloride, the salt 
solution will become more positive by about 33 mv.; at the junction of 0.1 iV 
sodium chloride with 0.1 N potassium or ammonium chloride, the former 
solution will be positive by about 5 mv. These calculated values indicate 
that the potential difference at a free junction between two solutions is 
hardly of sufficient iidc to account for the injury potential in muscle 

or nerve; such bioelectric potentials are of the order of 50 mv.; and they occur 
in the absence of any high concentration of H"*" or 011“, the ions of highest 
mobility. 

5. Salt Bridges. — In the case of potassium chloride it happens that the 
two ions have nearly equal mobilities; the transference number of the cation 
is close to D.49 at all concentrations. If a concentrated solution of this salt 
is interposed between two solutions containing other electrolytes at much 
lower concentrations, most of the diffusion at the boundaries will consist 
in the movement of K+ and Cl“ ions at nearly the same rate. Hence it 
might be expected that a salt bridge of saturated potassium chloride solution 
would tend to obliterate diffusion potentials. If the hydrochloric acid 
solutions of cell II (D.l and 0.01 N) are not connected directly, but only by 
means of such a bridge, the electromotive force at 25° becomes 57.4 mv. 
instead of 19.3 mv. If this procedure cancelled diffusion potentials, the 
electromotive force of the cell 

(Pt)H 2 , HC1(D.01 N), KCl (satd.), IICl(D.l N), H 2 (Pt) (III) 
would be given by the first term of equation (9), provided that the ions H"*" 
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and Cl“ had the same activity coefficient. The electromotive force would 
then be 

n 1 V n 7i)Q 

E = 0.D5915 log = 0.0559 volt. 

This set of assumptions thus leads to a result which is only 1.5 mv. below the 
observed value. This is an extreme case, because of the unusually large 
difference between th e mobilities of H"*" and Cl~. The limiting conductances 
of ions are proportional to their mobilities; some approximate values for 
limiting ionic conductances at 25° are as follows: 350; K"*", 74; Na"*", 50; 

i^Ca++, BO; OR- 198; Cl- 7B; HCO 7 , 44; CHgCOO", 41. In most solu- 
tions not containing a high concentration of H+ or OH“, differences in ionic 
mobility will be relatively small. It is therefore inferred that if solutions of 
moderate acirlity or alkalinity are connected by a salt bridge of saturated 
potassium chloride solution the elimination of the diffusion potential will be 
nearly complete. This assumption forms the basis for the common use of 
the salt bridge in measurements of pH and of oxidation -reduction potentials. 

7- The Delermination of pH Values. — If the solutions of cell III are 
replaced by a solution of known pH and one whose pH is to be determined, 
the cell becomes 

(rt)H 2 , unknown (PII 2 )* KCl (satd.), standard (pHj), H 2 (Pt). (IV) 

Under suitable conditions the hydrogen electrodes may be replaced by 
quinhydroiie electrodes or glass electrodes. If liquid junction potentials are 
eliminated by the salt bridge, the electromotive force of cell IV will be given 
by a modified Nernsk formula, 

E = 0.06 log — . (1.3) 

fl2 

in which the activities are those of the hydrogen ion. If pH is interpreted 
as — log ttH, this equation may be written 

Plh = ^ + pHi. (14) 

Equation (14) may be used as an experimental definition of pH if the value 
for a standard solution is agreed upon. This is essentially the common 
practice. One suitable standard solution is 0.1 N acetic acid in 0.1 N 
sodium acetate; its pH has been located, as the result of two investiga- 
tions, within 0.01 of 4.645 at either 25° or 38° C. Actually the use of 
cell IV is less convenient than that of a cell composed of a single hydrogen 
(or glass or quinhydrone) electrode and a calomel half-cell, 

(Pt)H 2 , standard or unknown solution, KCl satd., HgCl, Hg. [V) 
If such a cell is used, the pH may be calculated from a single measurement 


D. T. IlitchcDck and A. i\ Taylor. J. Am. Chem. Soc.. BO : 2710, 1938. 
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with the unknown solution by the equation 


pH, 


hd, — E\i 

0.06 ’ 


(15) 


in which £d represents the electromotive force which would be obtained if 
the hydrogen electrode were bathed by a solution of pH zero. The behavior 
of the electrodes may be checked by measurements with one or more stand- 
ard solutions. The difference between two such values of the electromotive 
force of cell V is equivalent to the E of cell IV, and equation (14) or (15) 
may be written in the form 


^^112 = 


E, — El 
0.05 


+ pHi 


for this case. 

The practical value of pH determinations, irrespective of any theoretical 
significance, is now widely recognized by industrial as well as biological 
chemists. The standardization of the pH scale is of some importance in 
the comparison of pH values from different sources, and in the use of pH 
values in equations involving dissociation constants of electrolytes. The 
most common equation of this type is the application of the law of mass 
action to a buffer system (Henderson-Hasselbalch equation). This equation 
is generally written 

+ ( 1 .) 


It must be used with the understanding that [salt] refers to the concen- 
tration of a completely dissociated salt of an acid so weak that the concen- 
tration of its undissDciated molecides is practically equivalent t[) its total 
concentration, [acid]. In the case of carbonic acid, [acid] means the concen- 
tration of free, dissolved whether hydrated to form Il 2 C (_)3 or not, as 

obtained from a solubility coefficient and a measurement of VH, tension, 
while [salt] means the difference between the total CO 2 , bountl or free, and 
this value for the free CO 2 . The quantity pK' is the negative logarithm, 
not of the classical constant [Kc) nor of the true thermodynamic constant 
(X), but of an apparent ionization constant (if') obtained from pH measure- 
ments under similar conditions of temperature, ionic strength, and concen- 
tration of other solutes. Evidently pK' is the value of pH when the ratio, 
[salt]/[acid], is unity, and its value is therefore dependent on the standardi- 
zation of the pH scale. 

At the present time most pll measuremenis arc made by means of the 
glass electrode; the technique and principles urulerlyiiig the successful use 
of this important toed have been fully discusscil by Drde.^^ The most 
useful earlier work on pH measurements and buffer solutions is that of 


M. Dole, The (dass Eleftnide: Wiley, New York, 1941. 
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f'lark.^^ The shorter book of Kolthoff and Laiiineii^^ inay also be rccom- 
iiieiuled I'o slinleiiLs of Lhese subjects. 

8. Membrane Pulenlials in Sysleiiis at Eijuilibrium. — Jf a iiieiii- 
braiie permeable to some eonipoiieiiis separates two parts of a system, and 
the system is in eipiilibrium, the chemical potentials of a permeant sub- 
stance in the two phases must be etiual, as irulicated by equation (28, 
chap. 3). If the permeating substance is hydrochloric acid, for example, 
this means that 

/xnci = pirni (17) 

where the prime marks refer to the twr) phases se])araied by the membrane. 
The chemical potential of a strong electrol^^te is the sum of the chemical 
j)otentials of its ions, or 

/xiiL'i — M" H“ Mi l- (18) 

Hy combining equations (17), (18), and (29, chap. 3) we may obtain a rela- 
tion between ionic activity products, 

RT In aiiaii = RT In a'llavi 
or 

ciAMf'P = [ 19 ) 

For sufficiently dilute solutions the activity coefficients for the two phases 
may be considered identical, and equation (19) takes the form 

ChCU = niTru (29) 

which is typical of the law deduced fr)r membrane er|uilibria by Donnan 
(1911). If the membrane is permeable to all substances present, there will 
be no flifference between the two phases at equilibrium, and there will be 
equality of the individual ionic concentrations as well as their products. 
II Dwever, if one phase cr)ntains an additional electrolyte RCl, whose cation 
cannot penetrate the membrane, the requirement of electric neutrality 
in this solution demands an inequality between Vii and Vc\, for 

riy = + c'n. ( 21 ) 

It follows from equation (20) that 

+ r^;,) = (22) 

and 

rii > r'p', < r^n.. (23) 

This sort of unequal tlistribution of diffusible ions is characteristic of the 
condition known as the Donnan equilibrium. For systems composed of a 
protein hydrochloride in aqueous hydrochloric acid, separated by a collodion 
membrane from aqueous hydrochloric acid containing no additional sub- 
stance, relations (20) and (23) were amply confirmed by the extensive 

W. M. ("lark, Thi' Dptenninatian of Hydrogen Ions: Williams & Wilkins, Raltimore, 

]»2R. 

I. M. Kolthoff and 11. A. Laitinen, jiH and Elerlro Titrations: Wiley, New York, 1941. 
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experiments of Loeb,^® Approximate figures for H'h were obtained from pH 
measurements, while those for Cci were obtained by volumetric analysis for 
total chloride as well by electrometric methods. 

If such a system is provided with electrodes reversible to one type of 
diffusible ion in both phases, thermodynamic equilibrium implies that the 
electromotive force must be zero. Loeb’s experiments fulfilled this require- 
ment, as shown by measurements with silver-silver chloride electrodes. 
The same would be true if hydrogen electrodes were used, as in the cell 

(Pt)H 2 , RCl + HCl, membrane, HCl, Il 2 (Pt); 7? = 0. (Vi; 

When the solutions were removed from contact with the membrane and put 
separately into a pH cell, a difference in pH was found, amounting in some 
cases to D.6 pH units. This difference means that in the cell 

(Pt)H 2 , RCl + HCl, KCl (satd.), IICl, H 2 (Pt); 

E = D.OSlpH' - pH") (VIT) 

the hydrogen electrode in the external acid was positive, by nearly 36 
millivolts in some cases. Loeb also made measurements of the cell 

Hg, HgCl, KCl (satd.), RCl + HCl, membrane, IICl, KCl (satd.), Ilgfl, 

Ilg (VIII) 

which is commonly regarded as yielding a measurement of the membrane 
potential. This cell is illustrated in Fig. 13. A comparison of cells VI, 
VII, and VIII indicates that the E.M.F. of cell VIII must be equal and 
opposite to that of cell VII if equilibrium prevails, and this is what Loeb 
found in numerous experiments. For the Donnan membrane potential, the 
E.M.F.^of cell VIII therefore followed the equation 

' Em = 6.06 log = 0.06 h)g (24) 

tin doi 

and the electrode connected to the external acid solution was negative. In 
experiments in which the hydrochloric acid was replaced by sodium hydrox- 
ide, the polarity of both cells VII and VIII was reversed. This is a result 
of the amphoteric nature of proteins, which form negative, nondiffusible 
ions in alkaline solutions. 

Further experiments have shown that the Donnan membrane potential 
as given by cell VIII, persists after a hole has been made in the membrane. 
This indicates that the Donnan membrane potential partakes of the nature 
of a diffusion potential, enhanced by the very low mobility of the colloidal 
protein ions. Similar ideas were expressed by Murray. 

The concept of a membrane potential, like that of a diffusion potential, 
is unsatisfactory to theoretical physical chemists, because a single potential 

J. Loeb, Proteins and the Theory of Colluidal Behavior: MeGraw-IIill, New York, 1922, 
1024i; D. I. HitchcDek, Physiol. Rev., 4; 505, 1924. 

C. D. Murray, J. Gen. Physiol., S: 759, 1924. 
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difference cannot be directly measured. It will be seen that cell VIII 
includes at least three phase boundaries which might be the seat of potential 
differences. Only if the membrane potential is defined as the observed 
electromotive force of a complete cell does the term acquire a definite 
physical significance. Such a definition is adequate for comparisons with 
bioelectric potentials, because the latter can likewise only be obtained in 
terms of a measured electromotive force. 

Loeb’s highest values for membrane potentials were obtained in the 
presence of only small amounts of acid or alkali, with no added salt. It is a 



Fia. 13. — Cell for the measurement of membrane potentials. (From J. Loeb, Proteins and 
the Theory of Colloidal Behavior: McGraw-Hill, New York, 1922.) 

property of the Donnan equilibrium that the unequal distribution of ions is 
repressed by the presence of any diffusible electrolyte at high concentration. 
Only if the concentration of the non diffusible ions were very high could 
there be a Donnan effect of any great magnitude in saline solutions of 
physiological concentration. Loeb’s hope that the Donnan membrane 
potential might serve to explain the origin of electric charges in living 
tissues has not yet been fulfilled. 

9. Membrane Potentials in Systems Not at Equilibrium. — Other 
models for bioelectric potentials have been constructed by Beutner,^® 

R. Beutner, Die Enstehung elektrischer Stromc in lebenden Geweben: Enke, Stuttgart, 
1 920; Physical Chemistry of Living Tissues and Life Processes : Williams & Wilkins, Baltimore, 
1933. 
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who has been especially concerned with cells which inchirle a nnnaque()us 
layer between two aqueous solutions. In such systems there appear to be 
unequal couceiitrati[)ns of rlissolverl electrolytes in different parts of the 
nonaqiieoiis layer, anil the [•ell as a whole is not in equilibrium. These 
cells are remarkable because of the magnituLle of the electromotive force, 
which amounteil to [).l volt in some cases, but their value in explaining 
bioelectric potentials is somewhat doubtful. 

Another type of cell in which equilibrium appears to be absent includes 
two salt solutions separalcd by a dried collodion (nitrocellulose) membrane. 
Such a membrane is very ilifferent from the common dialyzing membranes; 
it is practically impermeable, at least in experiments not prolongeil for 
days or weeks, to water and to dissolveil electrolytes. It was shown by 
Michaelis,’^^* however, that there might be a slight exchange of cations but 
not of anions between two solutions separatetl by such a membrane over a 
long period. Miehaelis found for the cell 

Hg, IlgCl, Ktl (sattl.), K(1(0,1 M)y membrane, Kri(f).01 il/), KC'l (satd.), 

HgCbllg (IX) 


an electromotive force of the order of 50 inv. He exjdained this as a diffusion 
])otential, of the sort given approximatidy by equation (10), modified by the 
fact that the mobility of the anion in the membrane was i)ractically zero. 
If this were true, equation (10) would take the form of equation (11), and 
the E.M.F. would api)roach 53 to 57 mv. at 15° The dilute solution 
would be more positive because of the tendency of the cation to diffuse 
into it as far as electrostatic forces woidd permit, while the anion would be 
prevented from diffusing by the impermeability of the rnembraue. If 
Michaelis’s calomel electrodes anil salt bridges are re])hiccd by silver 
chloride electrodes dipping directly into the t).l and [).()! N solutions, the 
electromotive force is about 90 to lf)0 mv. instead of the 54 mv. observed 
when the membrane is pierced or entirely absent. Hdiese cells are not 
in thermodynamic equilibrium, since the electromotive force is not zero 
when identical reversible electrodes are in contact with the two solutions. 
The membrane j)otential, defined as the K.M.F. of cell IX, was found by 
Miehaelis to be even higher when the .solutions scparateil by the membrane 
were of different chemical nature though of the same concentration. With 
D.l M hydrochloric acid anil 0.1 M sodium chloride he obtained an E.M.F. 
of 140 mv. If this E.M.F. were a diffusion potential, it would be given by 
equation (12), which may be written in the form 


O.OB log 


U2. + V 


If the mobility r of the anion is lakeii as zero in the mein))rane, while the 
rations are assumed to retain their ordinary mobilities, the equation gives 


L. JVlii-hiieli.s, J. tieii. Physiol., B: S3, folloid Symposiuin Monnpfraphs, B: 135, 1.928. 
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an K.M.F. of only 0.06 log or about 50 mv. instead of the observed 

140. It was lliLTi'l'ore C()nr‘liHlL*il that the dry cnllodion m,embrane decreased 
till* iiHibilitirs of some cal ions more lliaii others, even though it did not 
reduce them to zero as in tlie case of anions. 

Dried collodion membranes were also employed by Labes and Zain**" 
and Ebbeckc^^ in the construction T)f interesting models which could be 
polarized by the passage of a direct current. These workers were able to 
imitate with their models some of the electrical behavior associated with 
electrotonus in muscle or nerve. 

ID. Extension of the Theory of Membrane Potentials, — When 
Michaclis^^ ineasureil the E.M.E. of cell IX with higher concentrations of 
salt, the results were considerably less than the theoretical maximum given 
by e[|uatioii (11) for a 10:1 ratio. Since this equation takes no account of 
the absolute values of ionic concentrations or activities, but only of their 
ratios, further ex])hiiiation was needed. An extension of the classical 
theories of Nernst, Planc:k, and Donnan was devehqied indepeiiilently by 
Teorcll”^ and by Meyer and Sievers.”* These workers consider a charged 
membrane as having a fixed concentration or activity of immobile ions whose 
charges are balanced by those of mobile ions; if the latter are not originally 
identical with ions in the solutions bathing the membrane, a rapid exchange 
of ions of like charge occurs. They assume that a local Donnan equilibrium 
prevails at each surface f)f the membrane, with the existence of two opposite 
but unequal Donnan membrane potenti<als (or Nernst i)hase boundary 
potentials). Inside I lie membrane there is assumeil to be a linear concen- 
tration gradient of both ions of the electrolyte furnished by the external 
solutions. The interior of the membrane is therefore the seat of a third 
potential dilference, a difl'usion potential whose value should be approxi- 
mately given by a formula derived by P. Henderson (1907), The whole 
membrane potential is set equal to the sum obtained by adding the Hender- 
son diffusion potential to the difierence between the two Donnan boundary 
potentials. The result is an eciuation which cannot be solved directly for 
either of the I wo unknowns; namely, the hypothetical concentration of 
immobile ions (“constant of selectivity’’) and the ratio of ionic mobilities 
in the membrane. By assuming values for these quantities Teorell showed 
that the formula would ])rcdicL variations in the membrane potential with 
concentrati[)n, in the right direction to fit observed results. Meyer and 
Sievers worked out a graphical method of getting the unknown quantities 
from several measurements of the E.M.E. of cells containing a single salt. 


R. Labps jiiiil II. Ziiin, Aruh. f. rxper. Path. u. Pharniakol., 125 : 1152, ia27. 
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198B, 1937. 

K. H. Meyer and J.-F. Sievers, Helvet. chem. aeta, 19: B49, 193B; Meyer, Tr. Faraday 
Sop., 33: 1973, 1937; Meyer ef al, Helvet. ebem. aeta, 19: 6B5, 948, 987, 193B; 2D: 634, 1937; 
23 : 795, 1940. 
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with fixed ratio of concentrations but varied actual concentrations. Meyer 
and his coworkers used the selectivity constant as a means of 
membranes, and prepared artificial membranes of various types. , Some 
membranes gave E.M.F. values indicating that they were permeable 
only to cations; others, to anions. Meyer has suggested that bioelectric 
phenomena may be due to the existence and morphological jirrjiiigeiin'iil 
of membranes of both types in tissues, as well as to chemical reactions 
which produce or remove dissolved ions. 

Although this extended theory of membrane potentials provides an 
explanation for some experimental facts, its general validity is still “ju)t 
proven.” On recalculating the data observed by Meyer*^^ in experiments 
with artificial membranes, Fetcher*^^ obtained a good many figures which 
he could not reconcile with the theory. 

11. Oxidation-Reduction Potentials. — The chemical reaction which 
takes place when current is drawn from any galvanic cell involves an 
oxidation and a reduction. In the reaction for cell 1, 

+ AgHl - 11+ + Cl- + Ag, 

hydrogen is oxidized to hydrogen ion at the hydrogen electrode, while ionic 
silver from silver chloride is reduced to metallic silver at the other electrode. 
When a cell operates spontaneously, the oxidation occurs at that electro ile 
which becomes the negative pole in the external circuit, while reduction 
occurs at the electrode which becomes the positive pole. If a current is 
driven through the cell in the opposite direction from an external source, 
the direction of the cell reaction is reversed and the opposite changes take' 
place at the electrodes. By the use of arbitrary conventions it is possible 
to express the standard potential, or Eq, for a whole cell as the sum of two 
standard potentials assigned to the individual electrode reactions. Lewis 
and RandalP® and other physical chemists have emphasized the value of the 
accurate determination of standard electrode potentials by means of cells 
without liquid junction. Tables of standard electrode potentials are 
familiar to all students of chemistry, and a very extensive tabulation of 
such data for iiioririinic systems has been made by Latimer.**^ 

The term oxidation-reduction potential is generally used in a more 
restricted sense to denote the potential difference between a solution, con- 
taining both the oxidized and reduced forms of the substance in question, 
and an inert electrode, usually of platinum or gold. Here the substance 
of the electrode takes no chemical part in the cell reaction; it furnishes no 
ions to the solution, but merely takes up or gives off electrons. In the 
absence of a metal electrode bathed by a solution containing the oxidant 

K. H. Meyer, Tr. Faraday Snc., 33 : 1049, 1937. 

E. H. Feteher, Jr., J. Physical Cheni., 46 : 570, 1942. 

G. N. Lewis and M. Randall, Thermodynamics: McGraw-Hill, New York, 192.3. 

W. M. Latimer, The Oxidation States of the Elements and Their Potentials in Aqueoua 
Solutions: Prentie e-Hall, New York, 1938. 
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and reductant in question, there is no mechanism for the existence of an 
oxidation -reduction potential; bioelectric potentials cannot 

be oxidation-reduction potentials. 

It is possible, as was shown by Conant and Fieser,®* to obtain the value 
of the oxidation-reduction potential of an organic system from the electro- 
motive force of a cell without liquid junction. A derivation of the equation 
for the E.M.F. of such a cell has been presented elsewhere.®® This pro- 
cedure has not come into general use, but most workers have employed 
cells of the type 

Hg, HgCl, KCl (satd.), buffer + oxidant + reductant, Ft. (X) 


If the E.M.F. of this cell is added to the E.M.F. observed for cell V, con- 
taining the same buffer but no oxidant nor reductant, the sum is the E.M.F. 
of a cell with negligible liquid junction potential. It is customary to 
express these potentials on the normal hydrogen electrode scale. This is 
accomplished by adding only the E.M.F. which cell V would have if its 
solution had unit activity of hydrogen ions or zero pH; that is, the of 
cell V. The sum of this quantity and the observed E.M.F. of cell X was 
designated by Clark^^ as Eh, It is relatetl to the concentrations of oxidant 
and reductant by an equation first used by R. Peters (1898). Peters’ 
equation is 


Eh = E, 


0.06 , [reductant] 
n [oxidantj 


(25) 


for a system in which the chemical formulas of the oxidant and reductant 
differ only in their electric charge; n is here the difference between these 
charges, in faradays per mole or electrons per molecule. Strictly, the con- 
centrations should be replaced by activities. When the oxidant anil 
reductant are Fe"*"^"*" and Fe"’"'", n is 1. For a large number of organic sys- 
tems, such as that composed of quinone (CBH 4 D 2 ) and hydroquinone 
(CbH 4 (OH) 2 ), the value of n is 2. The electrochemical reductant in this 
system is not hydroquinone itself, but its bivalent anion, CBH 40 r. Hydro- 
quinone is a very weak, dibasic acid; accordingly, the law of mass action 
may be applied to both stages of its dissociation. The concentration of 
the anion may therefore be expressed in terms of the two dissociation 
constants, the concentration of hydrogen ions, and the concentration of 
undissociated molecules of hydroquinone. If the hydrogen ion concen- 
tration is much larger than either of the dissociation constants, the total 
concentration of the reductant is practically identical with the concen- 
tration of undissDciated molecules, and Peters’ equation becomes 


Eh = E[ ^ 9.03 log 


[total reductant] 
[oxidant] 


D.OB pH 


(26) 


J. B. Conant andL. F. Fieser, J. Am. (’hem. Sol*., 44: 2480, 1922. 

*** D. I. Hiteheoek, Physiual Chemistry for Students of Biology and Medicine: Thomas, 
Springfield, Illinois, 1940. 
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for systems of this type in not too alkaline solutions. The quantity E[ in 
equation (2B) differs from the £d of equation (25) because it includes the 
ionization constants of the reductant. The behavior of organic oxidation- 
reduction systems is comm()nly described in terms of values of or of 
Eh at a specified pH and a 1:1 ratio of reductant to oxidant. If such 
values for different systems are known, it can be predicted that a system 
having a higher value, under given circumstances, will tend to oxidize a 
system of lower E[. The effect of the degree of oxidation on the Eh for a 
single system is represented by a sigmoid curve not unlike the dissociation 
curve of a weak electrolyte. For systems having the same value of n, 
the curves can be superimposed by shifting them along the Eh axis. If n 
has different values for two systems, the curves will have different slopes. 
Examples may be found in the work of Clark and of Michaelis.*”^ 
Oxidation-reduction potentials of systems of biological importance have 
been considered in recent symposia. 

General References 
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1 . Osmotic Pressure, — The direrl nieasiircmriii [)f nsTTi[)iic pressure 
requires a membrane wliieli is perfectly serriipernieable; that is, one which 
allows the solvent to pass freely, but holds back all dissolved substanees. 
The membrane must also be sufficiently rigid to withstaml tlie pressure, 
which may be very high. In the ease of ordinary aqueous solutions of 
substances of low molecular weight (crystalloiils), the existing data consist 
principally of those obtained with sugars by Morse, Frazer, and collaborators 
(1901—1923) and by Berkeley and Hartley (1906- 1915). Because of the 
difficulty attending such measurements, it is fortunate that the osmotic 
pressure may be accurately calculated from the value of any of the other 
colligative properties such as Ihe freezing ])oint depression, as indicated in 
equations (46-48) of Chapter 3. The adequacy of such calcidations, even 
for very concentrated solutions, is illustrated by Ihc constancy of the ratios 
of the values of these two projjcrties for sucrose solutions. Table III givps 
experimental data for both properties at [>r near 0°C., and the ratios in the 
last column are not far from the theoretical value, 12.06. 


Table III. — Osmotic Puessitres and Fueezinu Point Depressions of Aqueoifs Solutions 

OF Sit CHOSE 

[Data from InlcrnaLional Uritical Tablr-s) 


Molality 

F, atm., at D°(\ 

AT-,, 


FIAT, 

1 

24 7G 

2 

DO 

12 0 

2 

54 0 

4 

G 

11 9 

3 

9n 1) 

7 

5 

12 0 

4 

129 7 

10 

H 

12 0 


The relation between osmotic pressure and concentration is usually 
found to show deviations from the logarithmic equation for ideal solutions, 
as well as from the linear equations of Morse and van’t Hoff (chap. 3, 
equations 42—44). These deviations may be expressed in terms of an 
empirical osmotic coefficient, g, defined as the ratio of the observed to the 
ideal osmotic pressure. The exact value of g depends on the equation which 
is taken to represent ideal behavior. For solutions of physiological interest, 
the osmotic coefficient may be defined with sufficient accuracy by the relation 
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P 

^ RT-Lm 


( 1 ) 


in which Morse’s equation is taken as the ideal law. The osmotic coefficient 
may also be obtained from the freezing point depression of an aqueous 
solution by the relation 


9 = 


AT/ 

1.8582m 




in which equation (45, chap. 3) is used as a law for ideal solutions. The 
residts in Table III indicate that equations (1) and (2) will yield the same 



0 0.2 0.4 D.B D.B I.D 


MOLALITY 

Fib. 14. — Osiiintic* coefficients of aqueous solutions, as calculated from freezing point depreS- 
sion.s. (l)uta from International Critical Tables; McGraw-Hill, New York, 1928.) 


value of g for an aqueous solution of sucrose, of any given concentration up 
to 4 M. In these equations Sm is the total molal concentration of all parti- 
cles which are osmotically effective; that is, all molecules or ions. Osmotic 
coefficients for strong electrolytes are calculated on the assumption of 100 
per cent ionization. 

The values of the osmotic coefficient for a few typical salts and non- 
electrolytes, as calculated from freezing point data by equation [2), are 
plotted in Fig. 14. In each case the value of is 1 at infinite dilution. If g 
were taken as 1 for a solution of glucose or urea having the same freezing 
point as mammalian blood serum [ — 0.56°C.), the calculated concentration 
of such an isotonic solution would be in error by only 1 or 2 per cent. If a 
similar assumption were made for salt solutions, the curves in Fig. 14 
indicate that the calculated isotonic concentrations would be too low, by 
7 per cent in the case of NaCl, 13 per cent in the case of CaCl 2 , and 45 per 
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cent in the case of MgS 04 . In general it is true that deviations from the 
laws of dilute solutions increase markedly with the valence of ions. 

When only one solute is present, the osmotic coefficient is related to the 
activity coefficient and concentration of the solute by the differential 
equation 

dlnf= dg — (1 — g)d In C. (3) 

If a set of values of g is known for riirrr'|M»iiiliii!r values of C, f may be 
calculated by the use of graphical integration. However, if either 1 — g or 
— In /is directly proportional to \/f?, as in the Debye-Huckel limiting law 
(see below), the relation between/ and g reduces to the simple form, 

- hi / = 3(1 - g). (4) 

Equations (3) and (4) were first obtained by Bjerriim (191B, 1923); their 
derivation is given in advanced textbooks.®® If the solute is a nonelec- 
trolyte, 1 — g or — In / is generally proportional to 0, and in that case the 
3 in equation (4) is replaced by the factor 2. 

While the osmotic pressure of blood plasma or of a physiological saline 
solution is about 7.6 atmospheres at 38°, it should be emphasized that an 
actual pressure of this magnitude is developed only when the solution is 
separated from the pure solvent by a perfectly semiperm cable and rigid 
membrane. This condition is never fulfilled in living organisms. Never- 
theless a knowledge of the magnitudes of osmotic pressures has served to 
explain many observations involving osmosis in biological systems, as in the 
classical experiments of de Vries (1882) on plasmolysis and of Hamburger 
(1883) on hemolysis. Even if a membrane shows some permeability to 
dissolved substances, it is generally true that water passes through it more 
rapidly than most common solutes. Osmosis therefore occurs in that 
direction which tends to equalize the concentrations of water, even though 
dissolved substances may later penetrate the membrane. 

2. Negative and Anomalous Osmosis. — It was observed many years 
ago (Dutrochet, 1835; Graham, 1854) that in certain cases there may be a 
temporary flow of water from a solution through a membrane into the pure 
solvent. Such negative osmosis was found when an aqueous solution of 
tartaric or oxalic acid was separated from pure water by a pig’s bladder. 
It may also be demonstrated by an experiment described by Loeb.®^ If a 
permeable membrane of collodion (nitrocellulose) is soaked in a gelatin 
solution and washed with several changes of warm water, the membrane 
retains a coating or film of protein. If the membrane (in the form of a sack 
or test tube) is filled with water, fitted with a stopper bearing a vertical 

H. S. Harned, in H. S. Taylor (ed.), A Treatise on Physical rhemistry: Van Nostrand, 
New York, 1031, 2nd ed., 1 : pp. 778-7B0; E. A. Guggenheim, Modern Thermodynamics by the 
Methods of Willard Gibbs: Methuen, London, 1933, p. 131; G. N. Lewis and M. Randall, 
Thermodynamics and the Free Energy of Chemical Substances: McGraw-Hill, New York, 
1923, pp. 2B6, 342. The j of Lewis and Randall is identical with 1 — as here defined. 

J. Loeb, J. Gen. Physiol., 2; 173, 1910. 
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glass tube, and submerged in a solution of phosphoric acid, water is found 
to rise in the tube for the first 20 or 30 minutes. In most cases of negative 
osmosis, the membrane has contained protein material and the solution 
has contained a fairly strong acid. Such experiments can be qualitatively 
explained as due to electro-osmosis. It is known that an electromotive 
force, applied across a protein membrane in contact with acid, will cause 
water to move toward the positive pole. Although no external E.M.F. is 
applied in the demonstration of negative osmosis, it may be assumed that a 
diffusion potential, arising from the high mobility of the hydrogen ion, has a 
similar effect. If the experiment is repeated with a collodion membrane 
not treated with protein, negative osmosis is not observed; in this case the 
membrane does not acquire a positive charge in the presence of acid. Loeb 
also found negative osmosis when a gelatin-treated membrane was placed 
between a barium hydroxide solution and pure water. In this case the 
alkali makes the protein negative with respect to the liquid, and the diffusion 
potential, arising from the high mobility of the hydroxyl ion, makes the 
water negative with respect to the barium hydroxide solution. Negative 
osmosis has long been of interest to physiologists as a possible explanation 
of secretion, which involves the movement of water and ions against a 
gradient of pressure or concentration. 

If a permeable membrane such as collodion is placed between water and a 
solution of a non electrolyte (sucrose, glucose, glycerol, etc.) the direction of 
osmosis is normal. In such experiments Loeb®^ found that the increase in 
volume of the solution, during the first 20 minutes, was directly proportional 
to the initial concentration of the non electrolyte, even up to concentrations 
of 1.0 M. This simple relation was found not to hold for many salts, par- 
ticularly at low concentrations. While the osmosis was always positive, 
the increase in volume in a given time was greater at very low and high 
concentrations than in an intermediate region, where the curve of volume 
against initial concentration passed through a minimum. Similar results 
were obtained by BartelP® and others with membranes of various sorts. 
Apparently the normal cour.se of osnio.sis is opposed by electrical effects in a 
certain region of coiicentraliun. Since the results depend on the nature 
of the membrane and its possible electric charge, as well as on the nature 
and concentration of the salt, the complete explanation is rather involved. 
Reference may be made to the discussion by Greenberg.®® 

3. Colloid Osmotic Pressure. — Although the total osmotic pressure 
of a jdiy>inliigi<*al fluid is not readily obtained by direct measurement, 
the partial osmotic pres.sure due to colloids, or very large molecules such as 
proteins, can be measured without diflSculty with the aid of a collodion or 
cellophane membrane. The colloid osmotic pressure of blood serum was 
first measured by Starling (189K), and such measurements have been of 

F. E. Barldl, C-olloid Symp. Mnnugraphs, 1 : 120, 1923. 

D. M. tireenberg, in L. A. Schmidt [ed.). The Chemistry of the Amino Acids and Pri»- 
teins: Thomas, Springfield, 193K, p. S14. See also R. Hober, chap. 3H of this book. 
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great value in explaining the movement of fluid across the walls of capillary 
blood vessels. Apparatus anti terhnicjiic have been described by Jiumermis 
workers, including Adair, Xrogh and Nakazawa,®'’ and Simms. The 
colloid osmotic i)ressure of serum was discussed by Krogh^^*’ and by Meyer.^“^ 
Measurements of the colloid osmotic pressure of solutions of purified 
proteins (S0rensen, 1917; Adair, 1924) yielded values for the molecular 
weights of egg albumin and hemoglobin which were later confirmed by the 
use of the ultracontrifuge (Svedberg, 1926). In such measurements the 
increase in osmotic pressure with the concentration of the protein is much 
more than linear. The molecular weight is obtained by applying the van’t 
Hoff equatioti to a value, extrapolated to zero concentration, of the ratio 
F li\ where P is the observed osmotic pressure and C is the concentration in 
grains per 199 cc. of solution. According to Adair and Robinson, a 
linear plot suitable for this extrapolation is obtained for some proteins by 
plotting P/V against (\ while in other eases it is preferable to plot fyP 
against C. Similar methods of getting the molecular weights of proteins 
from osmotic pressure data were employed by Burk.^^^ 

4. Colloid Osmolic Pressure and Membrane Equilibrium. — The 
partial osmotic pressure of an electrically neutral colloid may be measured 
directly, without much error, hi the presence of any other dissolved sub- 
stance, either ionized or n on-ionized, to which the membrane is freely 
permeable. However, if the colloidal material bears an electric charge, as 
is often the case, the observed osmotic ])ressure will be due in part to the 
unequal distribution of diffusible ions characteristic of the Donnan equilib- 
rium, For example, we may suppose that a colloidal salt, NauR, is dissolved 
ill water anil placed inside a collodion sack. Let the sack be provided with 
a manometer and submerged in a sodium chloride solution free from 
colloidal ions. If osmotic equilibrium is attained, the colloidal solution 
must be under an excess of hydrostatic pressure, P. The value of P will 
depend not only on the concentration of the colloid, but on the difference 
between the concentrations of the iliffusible ions, Na"^ and fd". The con- 
centration of each of these ions in the external solution at equilibrium may 
be represented by the same symbol, x. If y represents the concentration 
of Cl“ in the colloidal solution at equilibrium and z represents the equivalent 

[i. S, Adair, Prru'. Rtjy. Sor., AlOB: B27, 102.5; Riorheiii. J., 29: 257B, 108,5. 
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.1)8, 1937. 

II. S. Simms, R. L. Zweuier, and R. Lowensteiii, J. liab. I’lin. Med., 2B; 113, 
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concentration of the colloidal anion, R"“, the condition of electroneutrality 
demands that the concentration of Na"*" in the same solution be equal to 
2 / + z. The distribution of ions at equilibrium will be as indicated in the 
accompanying diagram, in which the vertical line represents the membrane. 


I 

z/n R”“ 

2 / + z Na+ 

y ci- 


II 

Na+ X 
Cl“ X 


According to Donnan’s theory of membrane equilibrium, the concentrations 
of diffusible ions at equilibrium must conform to the ion-product equation 
(2D, chap. 4), which may be written 

x’^ = y[y + z), (5) 

The total osmotic pressure of each solution may be calculated approximately 
by equation (1), on the assumption that g is 1. The observed pressure at 
equilibrium must be the difference between the total osmotic pressures of 
the two solutions, or 

P = Pr + ^ + 21/ - 2*^ (B) 

The factor in parenthesis is the algebraic sum of the molal concentrations of 
the ions. If y is eliminated from equations (5) and (B), it follows that 

P = Rt[^ + Vz* + - 2a:^. (7) 

The total osmotic pressure of both ions of the colloidal salt should be 
BtT[z/n + z), but equation (7) indicates that the measured pressure could 
attain this value only if x were zero (and if the ions of water played no part 
in the equilibrium). The osmotic pressure of the colloidal ion alone would 
beRT z/n; equation (7) shows that the measured pressure would approach 
this value if 4^^ were much larger than z^. If the solution also contained 
iionionized colloidal material, its molal concentration would have to be 
added to z/n in calculating the true colloid osmotic pressure. 

The part played by the Donnan effect in the determination of colloid 
osmotic pressure will be illustrated by calculations which may have some 
bearing on the interpretation of measurements made with blood serum. 
The concentration of the proteins in serum is about 75 grams per IDDO g. 
water, and the protein is believed to exist as anions whose charges are 
balanced by about 0.D17 equivalents of cations, principally sodium ions.^°^ 
The colloid osmotic pressure of serum is determined largely by the albumin 
fraction; its molecular weight is about 70, ODD, while that of the globulins 
is much greater (Adair and Robinson^®^). We may therefore consider 

J. P. Peters and D. D. Van Slyke, Quantitative Clinieal Phemistry: Williams and 
Wilkins, Baltimore, 1931, 2 ; B61; J. P. Peters, Body Water: Thomas, Springfield, 1935, pp. 70, 
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a hypothetical model consisting of an aqueous solution of a colloidal sodium 
salt having a molal concentration of 0.001 with respect to the colloidal ion, 
but 0.017 with respect to Na"*". The value of z is therefore 0.017, while that 
of z/n is 0.001, Samples of this solution are to be equilibrated across a 
membrane, permeable to salt and water, but impermeable to the colloidal 
ions, against a series of solutions of sodium chloride. If the system is kept 
at 3B°, equation (7) indicates that osmotic equilibrium will be attained 
when the colloidal solution is under the excess pressures, P, indicated in 
Table IV, for assumed values, x, of the external salt concentration. The 
value calculated for equilibration against a physiological salt solution, 

28.3 mm., is in reasonable agreement with observed results®® for blood 
serum. The osmotic pressure ilue to the colloidal ion alone, RT z/n, is 

19.4 mm. if z/n is 0.D91. The last column of the table gives the differences 
between the values of P and this figure; that is, the last column represents 
the pressure due to the Donnan effect. Unless the salt concentration is 
very high this pressure is a considerable fraction of the total. When colloid 
osmotic pressure is applied in the explanation of physiological phenomena, it 
is the whole effective pressure, P, that is wanted. On the other hand, if 
the results of such measurements are to be used to calculate the molecular 
weight of a collohlal electrolyte, the Donnan pressure must be subtracted 
from P to obtain the pressure due to the colloidal material alone, which 
is RT z/n. 

Tables IV. — Calculated Values for the Effective Osmotic Pressures’ at 38® of a 
(’ oLLoiDAL Sodium Salt (NjinU, D.OlU M) Against Sodium Thloride Solutions 


Exl ernal NaCl 
(^) 

moles per kg. H^O 

Effective Pressure 

(p) 

mm. Ilg 

Donnan Pressure 
[P - 19.4) 
null. Hg 

9 

349 

339 

0 901 

312 

293 

9 91 

141 

122 

1) 1 

33 4 

14.9 

0 IG 

28 .3 

8 9 

9 2 

26 4 

7 9 

9 5 

22 1 

2 7 

1 9 

29 8 

1 4 


The theory of membrane equilibrium and its application to systems 
containing colloidal electrolytes have been discussed by Donnan,^®® Loeb,^“® 
and others. 
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^ J. Loeb, Proteins and the Theory of Colloidal Behavior: MtGraw-Hill, New York, 1924. 

D. I. Hitehfouk, Physiol. Rev., 4: 595, 1924; Ergeb. d. Physiol., 23 : 274, 1924; J. Gen. 
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5- Amphoteric Behavior of Proteins. -As a rtvsult f)f el L'ctro chemical 
aiul ])liysic[^ chemical measurements made by Hardy, Oslinriic, Rubertsun, 
Michaelis, Lneb, and otliers, the amphnteric nature of protidns was estab- 
lished. These substances biiul hyilntircii ions, acijiiiriiig positive charges, 
when they arc placed in acid solutions, and they appear to bind hydroxyl 
ions, acquiring negative charges, when placed in alkaline solutions. Since 
protein particles in solution are of colloidal dimensions, some have regarded 
this binding of ions as due to arlsor])tion on the surfaces of the particles. 
Most workers now consider that the charges of colloidal protein ions are best 
ascribeil to chemical conibiualion of hydrogen ions with basic groups in the 
protein molecuhs removal of hydrogen ions, by an ionization process, 
from aciilic groups. Evidence for the belief that prt)teins arc anipliotcric 
electrolytes was discussed elsewhere,'^® and the amphoteric properties of 
certain proteins were considered in detail from this viewpoint at a 
symposium. 

The iimization of a protein or an amino acid in solutions of varied acidity 
or alkalinity is best described in terms of the ideas of Bronstetl^^^ and 
Bjerrum^^ concerning acids, bases, and ampholytes. If an amphoteric 
substance is placed in a solution containing also a strong acid in sufficiently 
high concentration, the ampholyte binds hydrogen ions to form a cation of 
maximal positive charge. If the solution is titrated with successive incre- 
ments of a strung alkali, this cation bidiavcs as a polybasic acid, losing 
hydrogen ions in successive stages. If the ampholyte is an amino acid, the 
successive stages of the titration and ionization may be revealed by breaks 
in the titration curve, and each step in the curve often resembles the typical 
titration curve of a single weak acid. In that case the negative logarithm 
of an acidic dissticiatioii constant, or 'pKa^ is practically equal to the pll 
value of the solution at the mid-point of a section of the curve. In the ease 
of a protein, the number of steps in the curve is much less than the number 
of ionizable groups known to exist in the molecule, but this is readily 
explained, by analogy with the titration curves of peptides, on the assump- 
tion that the steps in the curve arc masked, or overlap, when several gr[)ups 
have closely similar dissociation constants. The first part of the titration, 
from about 1 to 4, is ascribed to the removal of hydrogen ions from 
carboxyl groups. A buffering effect between pW 5 and 7 may be due to the 
removal of hydrogen ions which were attached to the basic imino group of 
histidine. The latter part of the titration, from pH 8 or 9 to or above, is 
thought to consist in the removal of hydrogen ions which were combined 
with amino or guanidine groups. In this way it lias proved possible tf) 


D. I. Hitchcock, in C. L. A. Schmidt (cd.). The Chemistry of the Amino Acids and Pro- 
teins: Thomas, Springfield, 1D38, Chapter XI; Cold Spring Harbor Syiiip., 8: 24, 1038. 

R. K. Cannim and others, Ann. New York Acad. Sc., 41 : 243, 2fi7. 287. 321, 1041. 
rl. N. Bronsted, Rec. trav. chim., 42: 718, 1923. 

N. Bjerrurn, Ztachr. f. phy.sik. Pheni., 104: 117, 1923. 
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reproduce the whole titration curve of an amino acid, ])cptide, or protein 
by a curve calculated from mass law equations involving a small number of 
acidic ionization constants.^ 

The belief that these definite kinds of groups are titrated, in the regions 
of which liave been indicated, was founded, in the first instance, on the 
probable magnitude of their fKa, values, as inferred from comparisons with 
those of similar grou])s in nj)namphoteri€ substances. Additional support 
was found in comparisons of the temperature roefficients of pKa values, 
or of the heats of ionizalion derived from these coeffieienLs. It followed 
from this assignment of groups to regions that an amino acid or protein 
at its isoelectric point should exist, not as an uncharged molecule, but as a 
dipolar or multijiolar ion [Zwiiferion) carrying equal numbers of ])ositive and 
negative charges. The vaVnlity of this inference has been supported by 
studies of solubility, [liclectric constant, and the Raman effect.' It should 
be pointed out, however, I hat while the natural amino acids and proteins 
are belieA^ed to exist largely in the Zwitterion form at their isoelectric points, 
this is not true of all amphoteric substances, since ortho- and para-amino- 
l)eiizoic acitls appear to exist chiefly as uii dissociated molecules. 

Many ])roteins and some amino acids exhibit minimal solubility at 
values at or near their isoelectric points, and this phenf)menon has some- 
times been used as a means of locating the positioji of the isoelectric point. 
Since the term isoelectric implies the absence of any excess of positive or 
negative charge, an isoelectric jnniit is preferably determined by electro- 
kinetic measuremeiiLs. Other properties of proteins which show minima 
at or near the isoelectric point include osmf)tic pressure, viscosity, and 
swelling, while the niciiibrane imtential changes its sign at the isoelectric; 
point. The variations in these propi'rties, over a wide range of pH value's 
and electrolyte conctuitrations, were explained by Loeb’s theory, of colloidal 
behavior,^ which was based on the l)[ninan theory of membrane equilib- 
rium and on the treatment of proteins as amphoteric electrolytes. An 
inspection of tables of isoelectric points^^®’^^® indicates that most proteins 
are negatively charged at the pH values of physiological fluids other than 
gastric juice. 

6. Electrokinetic Phenomena. — ^Tliis term includes electrophoresis 
or cata])horesis, electro-osmosis, streaming potentials, and sedimentation 
potentials. The last of these phenomena may be regarded as the converse 
of the first, while the third is the converse of the second. In each case 
there are two quantities which may he measured directly; namely, the 
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motion of one phase of matter with reference to another, and a potential 
difference which is applied to or produced by the system in question. The 
electrokinetic phenomena are explained by assuming that an additional 
potential difference, the electrokinetic potential or zeta potential, exists 
between the moving and stationary phases. The theory of electrokinetic 
phenomena was first worked out by Helmholtz (1879); it was further 
developed by later workers. Discussions of the theory afre to be found in 
textbooks^^^ and in special treatises. 

Electrophoresis usually refers to the motion of particles through a liquirl 
under the influence of an electric field. The electric field is provided by an 
external source of potential connected with two electrodes, usually of a 
reversible type, dipping either into the experimental liquid or into other 
solutions in contact with it. The particles may be ions in true solution, 
colloidal ions like those of a protein, suspensoid particles such as colloidal 
gold or platinum, or relatively large particles such as gas bubbles, fat 
droplets, microscopic crystals, or other particles of suspended solids. 
Electrophoresis has been observed with bacteria, erythrocytes, and other 
biological cells. 

The velocities of ions in true solution were first obtained by the trans- 
ference method (Hittorf, 1853), which has also been applied to the study 
of proteins [Greenberg and Schmidt, 1924). Ionic velocities were obtained 
more directly by the moving boundary method (Lodge, 188B); this method, 
as improved by later workers, especially Maclnnes^^^ and his collaborators, 
has yielded extremely accurate values. The moving boundary method was 
also applied to colloids (Burton, 1906) and was later developed (Tiselius, 
1937) into a precise method for the investigation of proteins. Since the 
Tiselius apparatus may be used to test the homogeneity of a preparation or 
to separate it into definite fractions, as well as to measure m[)bilities, it has 
rapidly become a valuable to(d in biochemical investigations. 

The electrophoresis of larger particles may be observeil directly under 
the microscope. The microscopic method (Ellis, 1912), in improved form, 
has been used especially by Abramson. This worker was able to show 
that the mobilities of foreign particles which harl been bathed in a protein 


H. FreundliL'h, (^dlnid and Capillary (’heinistry, trann. by H. S. Hatfield: Duttt)n, New 
York, M. Dole, Principles uf Experimental and Theoretical Elertrocheinistry: Mefirnw- 

Hill, New York, 19H5; 1). A. MacTnnes, Principles of ElectriJcheinistry : Reinhold, New York, 
10S9; S. (ilasstone, Texl-Bouk of Physical Chemistry: Van Nostrand, New York, 194D. 

H. A. Abramson, Electrokinetic Phenoiiiena and Their Application in lliolngy and 
Medicine: Pheinical Catalog New York, 1D34; II. A. Abramson, L. S. Moyer and M. H. 
Gorin, Electrophoresis of Proteins and the Gheinistry of Fell Surfaces: Reinhold, New York, 
1942; E. J. Cohn and J. T. Edsall, Proteins, Aiiiinn Acids and Peptides as Jons and Dipolar 
Ions; Reinhold, New York, 1943, Chapter 2.5, by H. Mueller. 

^^®L. G. Longsworth and D. A. Maclnnes, t^hem. Rev., 24 : 271, 1939; K. G. Stern, Ann. 
New York Acad. Se., 39 : 147, 1939; L. (». Longsworth, Ann. New York Acad. Sc., 41 : 267, 
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solution were independent of the size, shape, or chemical nature of the 
particles themselves. He also found that the curve of mobility as a func- 
tion of pll could usually be superimposed upon the titration curve of the 
protein. The iriieroseopic method is more rapid and convenient than the 
moving boundary method, but a good many measurements are usually 
averaged before a reliable result is obtained. When the microscopic 
method is applied to protein-coated particles, it must be recognized that 
the observed mobility is a property of the protein as it exists in an adsorbed 
film, and that the result may not always be identical with the mobility 
of the protein ions in a colloidal solution free from foreign particles. 

Electro-osmosis is the passage of a liquid through a diaphragm [mem- 
brane, capillary tube, etc.) due to an electric field. An external potential 
difference is impressed upon two electrodes in contact with the liquid on 
opposite sides of the diaphragm, and the motion of the liquid as a whole 
through the diaphragm may be followed by [d)scrving a meniscus in a 
horizontal capillary tube. Just as the isoelectric point of amphoteric 
particles is determined in terms of a solution in which the velocity of 
electrojihoresis is zero, so the isoelectric point of a membrane may be 
obtained by finding a liquid of such composition that there is no electro- 
osmosis. Both electrophoresis and electro-osmosis seem to be involved in 
the introduction of drugs tliriiugh the human skin by means of an electric 
current (Abramson, Moyer and Gorin’^*^); this process has sometimes been 
called iontophoresis. 

Measurements of electrophoresis or electro-osmosis are usually expressed 
in terms of mobility; that is, velocity per unit potential gradient [cm. /sec. 
per volt /cm.). According to classical tlieory (Helmludtz, Smoluchowski, 
Perrin) the mobility should, in either case, be given by the equation 

- 

4^Tr7j 

Here f is the electrokinetic potential, D is the dielectric constant of the 
liquid medium and rj is its viscosity coefficient. Tlie factor 47r was obtained 
by considering the zeta potential as that of a condenser with parallel plates. 
Since the zeta potential cannot be measured directly, it was formerly 
customary to calculate its value from the measured mobility by means of 
this equation. More recently it was pointed out (Debye and HUckel, 1924) 
that for small spherical particles in an insulating medium the factor 47r 
should be replaced by Btt. If the thickness of the double layer is much 
less than the radius of curvature of the surface, the classical equation is still 
believed to be valid for particles of any shape. 

Helmholtz treated the zeta potential as if it existed only between 
opposite charges in a thin double layer. Modern workers prefer the idea of 
Gouy (1910), who conceived of the charges in the liquid as dispersed through 
a diffuse layer or ion atmosphere. The potential difference responsible for 
electrokinetic phenomena is not necessarily identical with a potential 
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rlifferencc of the sort postulated by Nernst (ISSD) as existing between an 
elertrode and the solution bathing it. (Some writers refer to these Nernst 
potentials as hhermndynamie nr epsilon f)otentials.) Freiindlieh^ and 
Rona (1320) comparedythe potential difference across a thin glass membrane 
with that deduced from measurements of the streaming potential produced 
in tubes of the same kind of glass. The former depended almost solely on 
hydrogen ion concentration, while the latter was markedly influenced by 
minute concentrations of aluminum chloride or crystal violet. To explain 
such results it is assumed that electrokinetic behavior depends only on a 
portion of the total potential difference; namely, on that existing between the 
fixed and movable portions of the liquid. A full understanding of the pres- 
ent state of electrokinetic theory is possible only ff)r those trainerl in mathe- 
matical physics. 

Recent important progress has resulted from the application of improved 
electrokinetic technique (Tiselius, 1937) to materials of biological interest.^’’ 
This progress has depended on the accurate measurement of mobilities, and 
has not involved the calculation of zeta potentials. Electrophoresis has 
been employed more often than electro-osmosis, while streaming potentials 
and sedimentation potentials have received little attention. 

7. Dielectric Constant and Dipole Moment. — According to Cou- 
lomb’s law of electrostatics, the force exerted between two electric charges 
is proportional to the product of the charges (amounts of electricity) and 
inversely proportif)iial to the distance between the charges. Fararlay 
showed that the force depends on the nature of the medium which separates 
the charges, and accordingly the constant of proportionality in Coulomb’s 
law is different for different media. The dielectric constant is the reciprocal 
of this proportionality constant, so that the force between two charges tends 
to be low if they are separated by a medium of high ilielectric constant. 
This is the basis of the Nernst -Thomsf)n rule (1893), according to which 
the ionizing power of different solvents varies with their dielectric constants. 
Since ionization in solution often depeinls on the chemical properties of the 
solvent (for example, the affinity of water for protons), the rule is often 
inexact. The dielectric constant is always relative to that of a vacuum, 
which is taken as 1, and practically that of air is also 1. The dielectric 
constant of water is about 83, a value which is much higher than those for 
other common liquids (alcohol, 25; ether, 4; benzene, 2). The dielectric 
constant is equal to the quotient obtained by dividing the electrical capacity 
of a condenser, with its plates separated by the medium in question, by 
the capacity of the same condenser with only air or a vacuum between the 
plates. Methods of measurement, as well as the interpretation of the 
results, have been discussed by Maclnnes.^^“ 

The dipole moment of a molecule, in which two equal and opposite elec- 
tric charges are separated by a definite distance, is equal to the j)roduct of 
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the distance and the magnitude of one of the charges. A molecule may have 
a permanent electric moment, or it may have a moment induced by aji 
applied electric field. Dipole moments are obtained by calculation from 
measurements of dielectric constant, but the relation between the two 
quantities is not always a simple one. Theoretical and experimental work 
in this field has been summarized in iinph*iur.i|»h-,^ 2 i ^nd there is also much 
important work in current journals. 

Dielectric measurements indicate that water is a dipole, while carbon 
dioxide is not; it is inferred that the atoms in CDa are arranged symmetrically 
along a line, while the hydrugcii atoms in H 2 O make an angle of less than 
180° with the oxygen atom. Symmetrical molecules such as methane and 
carbon tetrachloride are not dipoles, ainl benzene likewise has no dipole 
moment. A Zwitterion is obviously a dipole, and the assignment of this 
structure to isoelectric amino acids, peptides, and proteins rests on the fact 
that their aqueous solutions have dielectric constants higher than that of 
water. The dipolar strucLure of tliese substances has been studied espe- 
cially by nohii,^^'-^ who mentions that urea and the phospholipoids also increase 
the dielectric constant of water, while fats have low dielectric roiistants. 
“The dielectric constants of different tissues may thus be expected to 
vary widely, depending upon the electrical properties of the molecular 
components.” 

8. Interionic Attraction Theory. — Although it has not been possible 
to measure the dielectric constant of any solution containing electrolytes in 
appreciable concentration, the dielectric constant of the solvent is a factor 
ill the inlerionic attraction theory of Debye and Huckel (1923). One 
residt of this theory is a simple equation relating the activity coefficient of 
an electrolyte to the ionic concentration of the solution, 

— log / = ZiZaJ (8) 

Here / is the activity coefficient of an electrolyte whose ions have the 
valences Zi and Z 2 , A is a theoretical constant, and p is the ionic strength, 
defined in terms of the concentrations of all ions in the solution. The value 
of A depends on the dielectric constant of the solvent and the temperature; 
for aqueous solutions it is 0.593 at 18°, 0.509 at 25°, and 0.522 at 38°. The 
ionic strength, /x, may be defined as 0.5Sriz;? or half of the sum of all the 
terms obtained by mulliplyiiig the molar concentration of each ion by 
the square of its own valence. (Lewis and Randall originally defined /x in 
terms of the molalities of the ions, but the Dcbye-Hiickel theory uses con- 
centrations. The ionic strength is quite different from the chemical 
potential of Gibbs, although the same symbed is commonly employed for 
either quantity.) Equation (8) is a limiting law wliicdi shouhl be valirl only 

P. Debyp, Pnlar Mulecules: [-hpiiiic*al Patnlug Du., New Yi)rk, 1029; C. P. Siiiylli, 
IJielec’trin Oinstinit and Mi)lei‘ular StruL'ture: t'hemipal Uatalog Co., New York, lOSl. 

^22 Fi. J. Cohn, (^hem. Rev., 19: 241, 193f>; iVnr/., 24: 208, 1989; Harvey Leeturi's, 34: 12l!, 
1988-89, 
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if certain terms may be neglected because the ionic strength is low. The 
activity coefficients of strong electrolytes arc correctly given by this equa- 
tion if /X is of the order of O.Dl or less. For higher ionic strengths, of the 
order of D.l, the equation 

— log / = Z1Z2A \/ju — Bju (9) 

is sometimes useful. The value of B depends on the specific nature of the 
electrolyte and must be determined from the data themselves. The theory 
has yielded more elaborate equatitins for wider ranges of concentration, but 
these also contain empirical constants. The importance of the Debye- 
Huckel theory lies in the fact that it provided the first satisfactory theoretical 
interpretation of the variations from unity of the activity coefficients and 
conductance ratios of strong electrolytes, which arc believed to be com- 
pletely ionized. A full discussion of the theory, anti its application to 
weak as well as strong electrolytes, is to be fountl in the book by Maclnnes.^-^ 

9. Solubility Relations and Distribution Coefficients.— -According 
to the phase rule (Gibbs, 1875-187B), “a system of r coexistent phases, each 
of which has the same n independently variable components, is capable of 
71 + 2 — r variations of phase.” If this rule is applied to the equilibrium 
between a gas and a pure liquid in which the gas dissolves fe.g., oxygen and 
water), the number of components is two. At ortlinary temperatures 
there will be two phases, a liquid and a gas. Accordingly the phase rule 
allows two variations or degrees of freedom; that is, if the temperature and 
pressure are both fixed, the composition of the system at equilibrium is also 
fixed. It follows that the solubility of a gas in a liquid must depend on the 
temperature and on the pressure. The nature of this depenrleiice becomes 
evident if we treat the dissolving process as a reversible, physicochemical 
reaction. If it is found that heat is evolved when the gas dissolves. All for 
the reaction is negative, and equation (3.9, chap. 3) indicates that the equi- 
librium constant must decrease as the temperature is increased. In other 
words, such a gas will be less soluble at higher temperatures; this is generally 
true for ino>L gji>es. In the few cases in which the opposite effect is observed, 
it is also found that heat is absorbed during the process of solution. 

If the equilibrium constant for the solution process is expressed in terms 
of concentrations, it becomes identical with the Ostwald solubility coeffi- 
cient, jff. This coefficient may be defined by the equation 

10 = & (ID) 

L'l 

in which C 2 is the concentration of the dissolved gas and Ci is the concen- 
tration of gas in the gaseous phase in equilibrium with the liquid. Evi- 
dently will be constant if the mass law is valid in terms of concentration; 
this will be true if neither Vi nor is very high. If the gas follows the 
j)erfect gas law, Ci will be proportional lo the partial pressure of the gas. 
In that case, if |0 is constant, equation (ID) is equivalent to Henry’s law. 
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which may be written in the form 


C 2 = kp. [11) 

Although Henry’s law, as is indicated by this derivation, is a limiting law for 
ideal, dilute systems, it is found to fit the facts in many cases of practical 
importance, at ordinary temperatures and pressures. 

The solubilities of gases are often expressed in terms of the Bunsen 
absorption coefficient, a, which may be defined by the equation 


a 


PqVh 
pV ' 


( 12 ) 


Here V is the volume of solvent which contains, when in equilibrium with a 
gas of partial pressure p, an amount of dissolved gas which would occupy 
the volume Vn under standard conditions, (>°C. and 1 atmosphere partial 
pressure; pn is this standard pressure. If equation (10) is combined with the 
definition of concentration (P = n/tj) and the perfect gas law {pv = nRT)^ 
it follows that 

R — 

^ pVTo T, 


That is, the Ostwald solubility coefficient may be obtained by multiplying 
the Bunsen absorption coefficient by the absolute temperature of the system 
and dividing by 273. In physiological work the solubility of a gas is often 
expressed in volumes per cent; this refers to the volume which would be 
occupied, under standard conditions, by the amount of gas dissolved in 
109 volumes of solvent under the experimental conditions. The solubility 
in volumes per cent is given by the following relations; 


Volumes per cent = 


lOOvo _ map ^ IdDISp Tu 
V ~ po PfiT 


(14) 


Data on the solubilities of gases may be found in well known reference 
books. 

The distribution of a dissolved substance between two immiscible liquids 
may also be treated ii( i-"r';iiij to the law of mass action. ¥ot the reversible, 
physicochemical reaction 

A (dissolved in liquid 1) ^ A (dissolved in liquid 2) 


International Critical Tables: McGraw-Hill, New York, 1928, vol. 3, p. 254; A. Seidell, 
Solubilities, 3rd ed., voL 1: Van Nostrand, New York, 194D; Handbook of Chemistry and 
Physics: Chemical Rubber Publishing Co., Cleveland; for O 2 and CO 2 in blood, see J. P. Peters 
and D. D. Van Slyke, Quantitative Clinical Chemistry: William^and Wilkins, Baltimore, 1931, 
vol. 1, pp. 525, B7B-BB2. 
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the eriiiilibrium constant is 

K - ( 15 ) 

if the active masses are proportional to the concentrations. The rlistribn- 
tion coefficient (Bertlielot, 1872; Nernst, 1891) is a ratio of concentrations 
of the dissolved sid)stance in the two licpiid jdiases at equilibrinin. Tlie 
value of K is independent of the conrentratir)n in either phase only if tlie 
activity coefficients of the dissolved substance in the two phases remain in 
a constant ratio. If this were true up to the limit of saturation, the value of 
K would be simply the ratio f)f the solubilities of the solute in the two pure 
liquids. 

Variations in K are to be expected if the presence of varying amounts of 
solute alters the mutual solubility of the two liquids in one another, and if 
the solute undergoes partial dissociation or association in one or both of the 
liquids. In the latter case the distribution coefficient for a single molecular 
species may be constant, but the actual stoichiometric distribution ralio 
will depend on the variable degrees of dissociation or association; these 
may be calculated if the proper equilibrium constants are known. Even in 
snch cases an approximate simple relation is often valid over a limited range. 
For example, benzoic acid in water is electrolytically dissociated, but the 
degree of dissociation is small, so that most of the acid in the aqueous phase 
exists as single, undissociated molecules. Benzoic acid in benzene is not 
ionized, but forms associated molecules of twice the ordinary molecular 
weight. If it is assumed that this association in benzene is practically 
complete, while the dissociation in water is negligibly small, the mass law 
gives the expression 

K' = (IB) 

I'l 


which has been approximately verified by experiment. In general, if a sub- 
stance exists largely as single molecules (A) in phase 1 and as molecules of a 
definite polymer (A„) in phase 2, the distribution law assumes the form 


A' - 


C'l ■ 


( 17 ) 


This equation may be put into a form which bears a superficial resemblance 
to the empirical adsorption isotherm of Freundlich. Attempts to deduce 
the latter equation from the distribution law have not been satisfactory, for 
one would have to make improbable assumptions; either that single mole- 
cules exist in the solution and fractional molecules in the adsorbed phase, or 
that only multiple molecules exist in the solution and single molecules in 
the adsorbed phase. Since Freundlich’s equation does not apply in all 
cases of adsorption, it is best regarded as an empirical interpolation formula, 
useful within certain limits. 
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More complicated forms of the distribution law are given in advanceil 
textbooks/^^ and the values of many distribution coeflficients are given in 
tables. 

The influence of one solute on the solubility of another is well known. 
For example, sodium chloride may be re crystallized by passing hydrogen 
chloride gas into its saturated arpicous solution, while alcohol or acetone 
may be salted out of an aqueous solution by the addition of a salt which is 
very soluble in water. Carbon dit)xide is much less sf)liible in a strong cal- 
cium chloride solution than in water, and even a nonclectrolyte may decrease 
the solubility of a gas in water. There are also '‘saltiiig-itr’ efl’ects, as in 
the solution of a globulin in a dilute saline solution, and the increased solu- 
bility of silver chloritle in concentrated potassium chloride solutions. 
Some of these solubility effects have been satisfactorily explained; f()r exam- 
])le, the Debye-Huckel theory was verified by stuilies of the solubility of 
diflicnltly soluble electrolytes in salt solutions (Broiisted and La Mer, 1924). 
A general theoretical treatment of solubility, especially in systems composed 
of non electrolytes, is to be fouiirl in a monograi)h by Hildebrand. 
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INTRODUCTION 


The four succeeding eliapters deal with some properties of large jnole- 
eides. We have refrained from classifying large molecules, or even defining 
them in any precise manner, preferring to illustrate their manifold behavior 
by describing their occurrence in the jmncipal structural forms met with in 
nature: in fibers, in interfaces and membranes, in condensed masses, and in 
the dispersed state. This discussion we have prefaced with a short account 
of the forces operating in material systems, an appreciation of which is 
essential to a clear comprehension of the properties of colloids and the 
inherent vagueness of the classical definition of molecules when applied 
willy-nilly to systems in which the discontinuities^ are so ill-defined that a 
molecular boundary cannot be fixeil, or, if arbitrarily fixed for one set of 
conditions and with one set of criteria, is so displaced in an altered environ- 
ment that the molecule may lose its original identity, without, however, 
having undergone any change that would in simpler circumstances be called 
chemical. While recognizing this indefiniteness, it is nevertheless expedient 
to preserve the term, without being committed to any ilefinition that would 
demand either the strict ])reservaLion of molecular identity through a series 
of physical manipulations, or the identical similarity of all molecular units 
formed in a given process under set conditions. The size of a macromolccule 
so limits the inevitability of its iiiLeraelions that even in gross measurements 
we sometimes have to deal with statistical assemblies of nonidentical par- 
ticles, while the changes occurring in the microscopic volumes of the living 
cell must often be so dependent upon fluctuations as to appear quite 
irregidar and nonrepr[)[lucible. To be sure, these deviations from statistical 
behavior will not enter greatly into the discussion which follows, for the 
study of macromolecules in biology is still at the preliminary stage, in which 
we try to [lefine the repeating units in the fine structure [)f tissues, but it is 
well to recognize their critical significance to the future development of 
analytical biology. 






6 

INTERATOMIC AND INTERMOLEG- 
ULAR FORGES^ 


1. Introduction. — Tlio disiiitegratiDn of a mass of tissue or, indeed, 
of any colloidal system into its component atoms demands an increasing 
expenditure of energy as the subdivision proceeds. It is, of course, a sim- 
ple matter to degrade llie elaborate structure by mechanical deformation, 
to remove a certain small nninber of atomic ions and small molecules by 
diffusion, and to segregate particles of different size and density by applying 
a gravitational field. Even these preliminary measures can have such 
spectacular effects upon the properties of the system, as striking in their 
way as the rcsoIuliDii of common salt into an inflammable metal and a corro- 
sive gas, that it is tempting to regard any biological system as a single giant 
molecule, or, rather, a time series of giant inolecnles, continually changing 
in their detailed organization, but preserving a subtle integrity that can be 
ruj)tured by forces customarily believed iiicapalde of producing chemical 
change. It can, indeed, he argued that an uncertainly principle applies in 
biology, operating in such a manner as to insure that the process of observa- 
tion invariably changes the nature of the ])roperty observed. Although 
we do not wish to subscribe Lo this view or to enter into any of the sterile 
arguments that it has provoked, it is useful to insist on the essential unity 
ami indivisibility of the forces responsible for the unstable organization of 
living systems and those involved in the formation of stable chemical com- 
pounds. I'he succeeding discussion will perhaps serve to indicate roughly 
some reasons for the extreme quantitative variation in the fundamentally 
similar forces causing cohesion and repulsion of atoms. 

At a certain early stage of di^iiilcgral inn, protoplasm yields particles of 
colloidal dimensions which satisfy many of the ctJiiventional chemical 
criteria of m[)lecular individuality. To some degree these, or their unstable 
derivatives, were present as aggregates in the undisturbed tissue, and could 
be shown to be present by their effect on various physical disturbances too 
weak to alter materially the unique properties of the tissue. To some 
degree also they were present in molecularly dispersed form interacting 
kinetically with molecules of the continuous phase and other solute 
molecules, but to a first approximation, at least, showing physical identity 


^L. Pauling, The Nature of the Chemical BonJ: Cornell University Press, Ithaca, N.Y., 
1939. 
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with their derivatives extracted from the tissue and redispersed. In addi- 
tion to a certain tendency to show uniformity of size and elementary 
compositien — a tendency that can be exaggerated by various fractionation 
procedures — the protein molecules to which we especially refer have 
sufficiently well-defined chemical and physicochemical properties for the 
gross features of their structure to be elucidated by the methods of organic 
chemistry, even though chemical synthesis has not yet been achieved. 
This means that however extreme the lability of the association occurring 
in lipoproteins, nucleoprotcins, and so forth, in the living cell, and however 
weak those linkages which are broken in denaturation, the protein molecule 
does represent a fairly sharp dividing line between the irreversible changes 
which can be brought about in protoplasm by weak mechanical forces and 
those requiring the more energetic operation of chemical agencies and high 
temperatures. 

We can thus contemplate in j)r[)toplasm and the various dead structures 
created by its organizing activity or its degeneration the operation of the 
whole range of forces answerable for the orient alioii and cohesion of mole- 
cules and their component atoms. The extreme mechanical manifestations 
of this cohesion are seen in the fluiil or plastic nature of single cells, the 
softness and high compressibility of inotcin crystals, the hardness of bone, 
the lateral weakness and high longitudinal tensile strength of animal and 
vegetable fibers, the extreme brittleness and 1[)W compressibility of sodium 
chloride crystals, and the volatilily, combined with great chemical stability, 
of the molecules of oxygen or carbon dioxide. The same contrast extends 
in large degree to other properties, such as optical anisotropy, X-ray 
diffraction, light absorption, electric conductivity, dipole moment, and so 
forth. For a first description of interatomic and intermolecular forces, 
however, we shall attempt to finil simpler illustrations, in order to emphasize 
the qualitative differences in behavior that can result from quantitative 
differences in atomic constitution. 

2. The Interaction of Atoms. — The early theory of the ilirected 
valence bond resulted in a distinction between primary, or chemical, and 
secondary, or residual, bonds which is still in use, although the original 
idea of fixed valence has to some extent required modification. The 
distinction arose not only from the difference of stability between j)rimary 
and secondary binding, but also from the complete mystery MiiTiiiiiiding the 
nature of the forces involved in the formation of the valence bond. Thus 
the secondary forces were regarded as forces of cohesion, physical rather than 
chemical in character. The electronic theories of valence postulated the 
physical nature of chemical forces and led to theories interpreting both 
primary and secondary bonds in terms of the mutual potential energies of 
atomic nuclei and their associated electrons. 

The essential features of the nuclear atom, and the theoretical foun- 
dations thus provided for a general theory of valence, have become widely 
known. The lack of clarity which exists, by contrast, among jili\ ''.■■l":„'d - 
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concerning the more general aspects of intermolecular action may justify the 
inclusion here of a short discussion of the subject.^ 

The positions of the electrons within an atom or a molecule are con- 
tiunally changing. Average positions can, however, be assigned, so that 
the potential at a remote point X due to an atom can be calculated as that 
due to an assembly of point charges and expressed as a series of terms in 
1/r, 1/r-, l/r^ and so on. The term in Se/r (e is charge, r is distance), 
representing a field strength varying according to Coulomb’s Law as e/r‘\ 
is zert) for a neutral atom; for an atom with a spherically symmetrical time 
average of charge distribution, the higher terms are also zero, so that there 
is no external field. An atomic ion, such as Na+ or Cl~, will have a Coulomb 
terms but no higher terms, since it has the symmetrical electron ct)nHgu- 
ratit)Ji t)f Ihe inert gases. More complex neutral molecules or ions in general 
give rise to potentials varying as etc. The term in 1 /r^ contains 

the sum of the products: elementary charge X distance from center, and 
can thus be regarded as representing the field of a dipole. Similarly the 
term in 1/r^ refers to a quadrupole moment which may be important when 
the effective di])ole is small. 

13y an extension of this treatment it is possible to calculate the force on a 
second particle jdaced in ihe pot ential field of the first at the remote point X. 
It is found that an inn in any of the types of field enumerated above experi- 
ences a force of trans1atir)ii, while a neutral molecule with an electric moment 
does so [)idy if the tiedd is noiiuniform. The characteristics of the various 
forces of interaction are summarized in Table V (rows 1, 2, 3). In addition, 
dipoles and higher jndes experience a torque. This makes certain orien- 
tations more probable than others, so that in the field of an ion the electric 
axis tends to point toward the ion, while in the field of another dipole the 
electric axes tend to become j)arallel. Such effects will in general be opposed 
by kinetic movements, so that reasonably complete orientation of a group 
of dipole molecules will occur only in very powerful fields. 


Table V. — CiiAMACTEitiaTics or Molecttlar Interaction 


Interact ing Parlieles 

1. Ion — Jon 

2. Ion — Permanent dipole 

3a. Permanent dipoles, coaxial 

3b. Permanent dipoles at right angles 

4. Ion — Induced dipole 

5. Permanent dipole — Induced dipole 

6. Transient dipole — Tran.sient induced dipole 
Cl, e' denote ionic charge. 

fi, ii' denote dipole moment. 
a denotes polarizability. 
r denotes distance between centers. 


Attractive Force 
Proportional to 

^ 

■ r ^ 
fin' ■ r-4 

D 

ael ■ r~^ 


^ The treatment resembles that of J. C. Slater, Introduction to Chemical Physics: Mcflraw- 
Hill, New York, 1939. See also P. Debye, Polar Molecules: Chemical Catalog Co., New York, 
1929. 
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When the two interacting systems of charges interpenetrate, it can be 
seen qualitatively that at first, as the electrons of the first atom come into 
the field of the nucleus of the second, there will be a coiisiflerable attractive 
force; with further penetration, powerful re])ulsive forces must come into 
play, since the effective fields will be those between the two nuclei and 
between pairs of electrr)ns. The calculated cohesion at the equilibrium 
point is, however, far too weak to account for the strength of primary 
chemical binding. Even when the mutual displacement or polarization of 
the electrons is taken into account, classical electrostatics fails to explain 
the primary bond, but the polarization effect does explain some types of 
residual force and therefore merits further mention. 

Even spherically symmetrical atoms or rntdecules arc polarized in an 
external field, and the forces between the inducing particle anrl the induced 
dipole are summarized in rows 4 and 5 of Table V. To complete the 
enumeration of residual forces, it must be aihled that even spherically sym- 
metrical atoms with a zero average field show instantaneous asymmetry, 
and therefore give rise to a fluctuating field. The iransierit fiehls of inter- 
acting particles induce transient electric moments, and give rise to the 
permanent “dispersion forces'* of attraetion specifierl in the last row of 
Table V. 

The close approach and “chemicar* interapti[)n of atoms require quan- 
tum mechanical treatment, and it is sufficient to say here that under certain 
clearly defined conditions during the interpenetratif)n of atoms, there occurs 
a concentration of outer shell electrons in the internuelear region, amountiTig, 
in effect, to the electron sharing postulated in the early electron ie thet)ries of 
valence. Further interpenetration is limiteiJ by repulsive forces arising 
from the interaction of the inner closed shells, with operation of the Pauli 
principle, and by electrostatic repulsion between nuclei. 

All forces of interaction, from the dispersion to the covalent, may be 
generalized in the form: 


or 



( 1 ) 

( 2 ) 


where F is force, r is distance, and A, B, m, n, p are constants. Whatever 
the type of interaction, there will always be a certain equilibrium distance 
of separation, ro, at which the force is zero and the potential energy minimal; 
with increasing distance, the force of attraction will rise and then decrease. 
, There is therefore a tendency for all particles to associate, vibrating by 
virtue of thermal energy about the point of minimal potential energy. 

Often the rupture energy is far less than the kinetic energy, so that a 
tendency to associate shows itself only in a deviation from the perfect gas 
law, the terms of equation (1) finding expression in a and h of Van der 
Waals^ equation. Attractive forces of types 3, 5 and 6 (Table V) are in 
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varying degrees responsible for this effect and are sometimes known as Van 
der Waals forces; their respective contributions arc shown in Table VI, 
which also shows how a depends upon dipole moment and 6 upon molecular 
volume. When the moment is sufficiently high, as in water, the rupture 
energy is of the order of niiigiiiliide of the thermal energy, n -idliin: in con- 
densation to the liquid state, in which bonils between pairs of molecules 
have a longer life, but are not strong enough to give rise to a structure with 
any mechanical stability. 


Table VI. — Van der Waals Const \nts and Dipole Moments 



(1) 

(2) 

(3) 

(4) 

(5) 




0 



Talculated 



I’lmtribution to lalliec energy in 


Gas 

Exp. 


b 

r 

ergs X 10 ““ 


ID^V 



Londun 

Slaler 

Orientation 

Induction 

Disper- 

sion 

CO 

1 50 

1 24 

1 80 

39 7 

32 7 

— I) 1)034 

- 0 D57 

- 07 5 

0 11 

HI 






- 1) 35 

- 1 08 

-382 0 

0 38 

HBr 

4 51 

3 83 

3 93 

44 1 

37 5 

- 0 2 

- 4.05 

-170 0 

0 78 

HCl 

3 72 

2 12 

2 50 1 

40 7 

30 8 

- 18 0 

- 5 4 

-105 0 

1 03 

Nlh 

4 22 



30 9 

24 5 

- 84 0 

-10 0 

- 93 0 

1 49 

H 2 O 

5 53 



30 4 

18 0 

-190 0 

-10 D 

- 47.0 

1.85 

(H 4 

2 28 

1 92 

2 23 

42 0 

49 5 





Palh 

4 43 

2 22 

3 02 

51 3 

50 2 





C 2 H 4 

4 40 

3 11) 

3 84 

50 1 

54 9 





i\lU 

5 40 

3 42 

4 53 

03 5 

4.9 3 






a in column (1) is tlie cxpurimi'iilal value of the Van der Waals constant. 

a in columns (!i) and (.'!) denoles values calculated by London and by Slater and Kirkwood 
respectively. 

h is the second ^ an dcr Waals constant. 

V is the lufdecular volume of the substance in the liquid state. 

Values in column [fi) are conlribulioiis to lattice energy of the three forms of interaction, 
calculated by London, for unit intennolecular distance, 
is dipole moment in clcclroslalic units. 

The table has been compiled from data given by Slater, Iniroiluction to rhemical Physics, 
p. 408; Mark, Physi«al C'hcinistry of High Polymeric Systems, p. 05; Evans, Introduction to 
Crystal bhemislry, p. 52; Debye, Polar Molecules, p. 41); and Smyth, Dielectric ('onstant and 
Molecular Structure, p 1.02. 


3. The Homopolar Bond. — Ilomopolar or covalent linkages, with an 
energy of the order of inagnilude 100 kcal./g. equiv., are well known to be 
governed by the rule that the number of such linkages between one atom 
and others is limited by the number of additional electrons needed to com- 
plete the inert ga.s eonliguration. A necessary consequence is that mono- 
valent atoms can form only binary homopolar associations, which must then 
depend upon secondary forces for higher order aggregation. The mechan- 
ical properties of such compounds can depend only upon these secondary 
forces, and the rupture energy of the homopolar bond can only be measured 





1D2 


LARGE MOLECULES 


[Sec. 2 


indirectly. Substances in which two or more types of binding are present 
are said to be heterodesmic. Homopolar associations of bivalent atoms 
are also heterodesmic, since they may form homopolar chains or rings, but 
cannot have homopolar binding in three dimensions; homopolar horn odesmic 
compounds are confined to tetravaleiit atoms, such as carbon, which in 
diamond forms a homopolar structure of indefinite extension in three dimen- 
sions, with consequent loss of molecular individuality. The majority of 
carbon compounds are, however, heterodesmic, since the three-dimensional 
linkage is usually interrupted sooner or later by atoms of lower valence. 

Two further consequences of exchange interactif)n or electron sharing are 
important, namely, the existence in homopolar compounds of characteristic; 
bond angles and interatomic distances, ru. The semi empirical theories of 
Pauling and Slater stress the importance of the state of quantization of the 
electrons participating in homopolar binding in dclennining the bond 
angle. Electrons in p states tend to form linkages per])endicular to one 
another, anil this pronounced orientation, with a well-marked resistance to 
deformation, imposes a limitation upon the possible modes of packing of 
homopolar molecules. This is responsible for many of the fads of stereo- 
chemistry and morphology. Repulsive forces between substituent atoms 
usually cause deformation of the 9D° valence angle, fur this needs consiiler- 
ably less energy than does linear extension in the direction of strongest 
binding: about 1 kcal./g. mol. for 10 degrees, compared with 10-100 kcal. 
for an extension of 0. 1-0.3 A. This is seen, for example, in the water 
molecule, with an angle of 1 04°31',^ in the pyramidal structure of ammonia, 
where the bond angles are all 106°, in the well-known but approximate 
tetrahedral distribution of valence bonds around the saturated carbon atom, 
and again in the scries rC'U, CTlTls, CH 2 CI 2 , which show progressive 
increase in the Cl — Cl distance, corresponding to increasing distortion of 
the tetrahedral configuration of C(U 4 . Double and triple bin flings between 
carbon atoms, which may be regarded as extreme instances of distortion of 
bond angle, involve also some decrease in interalomic distance, which in 
typical cases may be given as 1.55, 1.34, and 1.19 A for single, double, and 
triple bonds respectively. In different compounds it is, however, possible 
to find a series of intermediate values for the carbon -carbon distance, and 
for the corresponding dissociation energies. The position of double 
bonds in a conjugated system has ambiguity, arising from the fact that each 
atom contains a single electron with unneutralized spin; from the point of 
view of wave mechanics, there is difficulty in assigning these to a series of 
localized double bonds with spins uniquely paired. Rather is it necessary 
to assume each electron “to move in the field of nuclear framework , . . 
(being) allotted to a polyccntric orbital embracing all the carbon atoms 


®R. Mccke and W. Baumann, Physik. Ztschr., 33 : B33, 1032; B. T. Darling and D. M. 
Dennison, Phys. Rev., B7 : 128, 1040. 

^ J. E. Lennard-Jones and C. A. Coulson, Tr. Faraday Sdc., 36: 811, [1030). 
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whirh are conjugatcfl together, in conformity with the Pauli Principle. 
Huch a ‘^resonance'’ system has lower energy than would be anticipated 
from a conventional formula with localized double bonds,® while all the 
C — C bond lengths arc equal and slightly longer than a pure double bond.^ 
An alternative to the theory of mobile electrons is to attribute the resonance 
effect to tail tom erization among various possible canonical* structures of 
conventional tyjie; bf)th theories have been applied to the benzene and 
naphthalene molecules, and both have been user! semi empirically with some 
success in the calculation of energies and bond lengths in resonating 
structures. 

Apart from this pei;uliarity of conjugated systems, the repulsion between 
electrons concentrated in the internuclear region in a pure double bond 
leads to an electron distribution with twofold axial symmetry, so that there 
are two bond orientations of minimum energy, at 18 D° to each other 
corresponiling to the stable cis- and trail s-is timers of organic chemistry^, 
A second consequence of this restriction conferred by the double bond is the 
anisotropy of polarizability tif organic molecules containing this linkage — a 
property which, indeed, extenils to the single linkage in molecules with 
uiisyinmetrically occupied carbon bonds. The polarizability is usually 
considered localized between atoms, in the region of high electron cloud 
density, and is described in terms of the three axes of a polarization ellip- 
soid.” In conjugated systems the polarizatitni ellipsoid, instead of coin- 
ciding with each bond, is of considerable length. Since the electrons 
concerned in polarization phenomena are those which form the virtual 
oscillators responsible for disi)ersioii interaction, this increase in length and 
decreased frequency is of importance in the calculation of Van dcr Waals 
forces and will be referred to later. 

4. Linkage between Ions : the lleteropolar Bond. — Electron sharing 
represents otdy one method by which pairs of atoms can attain the inert 
gas configuration. A donor atom, with a small number of outer electrons, 
can do so by ionization, while an acceptor atom with a nearly completed 
outer shell can Lake up these electrons and become a negative ion. Such a 
reaction will result in an assenjbly of ions in which every ion of one sign is 
surrounded by an atmosphere of the opj)ositc sign, the precise geometrical 
jirrangemeiil being determined by the repulsive forces, which also define 


R. Kulin, Angew. Chem., 5D: 703, 1937. 

L. Piiuling and J. Sherman, J. Cheiii. Thys., 1: BOB, 1933. 

^ E.g., C. A. Coulson, Proc. Roy. Sot*., 164A; 383, 1938. 

** L. Pauling, J. Chein. Phys., 1: 280, [1933). 

® a. L. Pauling and G. W. Wheland, J. Chein. Phya., 1 : 3B2, 1933; h. C. A. Coulaon, cited 
by J. E. Lennard-Jones and C. A. Coul.aon, Tr. Faraday Soc., 36: 811, 1939. 

a. E. Hueckel, Ztschr. Phys., 60: 43, 1930; b. J. C. Slater, Phys. Rev., 38: 1109, 1931; 
r. L. Pauling, ibid., 40: 891, 1932. 

a. Lord Rayleigh, Scientific Papers, 6: 540; b. R. Gans, Ann. Physik, 37: 881, 1912; 
ibid., 62: 331, 1920; ibid., 66: 97, 1921; c. M. Born, ibid., 66: 177, 1918; d. For experimental 
methods see H. A. Stuart, Ergebn. d. exakt. Naturwiss., 10: 159, 1931. 
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th© ionic radii. Such a structure is homodesmic and devoid of molecularly 
distinct units; other ionic structures are, however, possible, in which ions 
of several types participate, with different interioidc bond strengths. 

The very sharp localizatiun of ions in the typical ionic lattice has been 
demonstrated by X-ray analysis.^^ The outstanding physical properties are 
to be expected from this predominantly Coulomb binding: low compressibility, 
hardness, high rupture energy, low thermal expansion, and characteristic 
lattice vibration frequency. Low electrical conductivity in the solid state 
gives way to ionic conduction on fusion. These properties have been accounted 
for theoretically, with varying degrees of refinement, by addition of the poten- 
tial energies of interaction of pairs of point charges over the entire lattice. 

5. Partial Ionic and Homopolar Bonds Origin of Dipole 
Moments. — It can be imagined, however, that in some cases the electro- 
static interaction of ions will cause deformation, so that the charge-free 
interionic region will tend to become occupieil by electrons attracted away 
from the negative ion. Since the atoms still tend to preserve their inert gas 
configurations we may expect this process to be accomplished in suitable 
cases by electron sharing and not by the formation of an assembly of 
unbound neutral atoms. This will result in a decrease of dipole moment of 
each ion pair and in a closer approach of the nuclei, since the shared electrons 
take up less room than the corresponding unshared pair. On the other 
hand, it may be imagined tliat the shared electrons in an h[)TnopDlar bond 
can confer polarity upon the molecule by being more closely attached to 
one atom than to the other. We shall not defend this description of the 
mixed covalent and ionic character of bonds; it is suffi[*ient to mention that 
it has proved fruitful in the systematizing of a consiilerable body of chemical 
information. Pauling’s semiernpirical method is to enumerate all the 
reasonable ionic and covalent structures of a C[)m7>[)uiid that are possible 
without actual atomic rearrangement, and by semi quantitative arguments 
based upon a comj)arison between the observed bond distances, bonil 
energies, dipole moments, and any oLher relevant cjuaiitities, and those 
calculated for the several se])arate structures, to arrive at an estimate of 
their respective contributions to the measured values. 

The energies of various purely homopolar bonds should be interrelated 
by simple rules; the energy of the C — H bond should be, for example, the 
arithmetic mean of the energies C — C and II — II. The energies for various 
single boruls between unlike atoms, calculated from thermochemical data, 
do not, in fact, obey this rule; if we assume that bonds between like atoms 
are completidy homopolar, it is reasonable to attribute the discrepancy in 
the case of other bonds to their partial ionic character. If we denote by A 
this extra ionic resonance energy, it is found empirically that values of \/a 

H. (i. Urimm, R. Brill, tl. Hermann and IVtera, Naturwissensehaften, 25: S.*), 479, 
1938, Ann. Physik, (.5). 34 : 393, 1939. 

^^See L'hap. 2 of ref. (1). 



Chap. S] 


INTERATOMIC AND INTERM OLE CULAR FORCES 


105 


are additive, in the sense that a series of values, x, can be assigned to the 
elements (with x set arbitrarily at 2.5 for carbon) such that the difference 
[xa — Xb)j or 5x, for any two atoms a and 6, is proportional to the value of 
\/a for a single bond between those atoms. Pauling calls x the ‘"electro- 
negativity” of an element, the electronegativity scale defined in the above 
manner being closely similar to that of classical electrochemistry. The 
values of 6a; for single bonds correspond, very roughly, with a proportion- 
ality factor to their dipole moments, the latter being regarded as 

components of a vector defining the observed dipole moment of a molecule, 
and derived by analysis of this quantity with the aid of observed bond angles 
and interatomic distances. An alternative relationship given by Pauling 
may be written in the form 

0.25 (5a;)- = — In (1 — p) (3) 

where p is the fractional ionic character of the bond, denoting the ratio of the 
observed dipole moment of the bond to the moment calculated from the 
observed interatomic distance and the valence of the ions. This relation- 
ship was based on a calibration with the hydrogen halides, and it is of some 
value in assessing tlie relative importani‘e of various resonating structures. 
Such considerations give, for instance, the following proportions of the four 
structures of water: 


H 


11+ 


H 


H+ 

;0:H 


: i) -H 


;i);-II+ 


.lOrm 

0.52 


0.2 


0.2 


0.08 


The bond C— - O is of some interest in biology. This, in various alde- 
hydes and ketones, has a moment around 2.8.10“^® e.s.u., instead of 

5.35.10“^** f«)r the pure ionic structure c[)rres])onding to an ionic 

character of 47%, or about twice that of the single bond C — 0. Triple 
bonds, however, as in the alkyl cyanides, have much higher ionic character 
than would be expected from this “rule,” a fact that must be attributed to 
mobile electrons in the triple bond. 

6. The Hydrogen Bond.^^ — The partial ionic character of covalent 
bonds, increasing in importance with the difference in electronegativity of 
the bonded atoms, provides for the occurrence of a series of secondary inter- 
actions of electrostatic character. These would be expected, a priori^ to 
resemble the interaction of dipoles in some cases; in others, through the 
operation of steric factors hindering orientation, the interaction of ions would 

The subjeet has been reviewed up to 1039 in ref. (1), lu which ref ereneeshtiuld l)cmade for 
points of histi)ricnl iiiieresL and fur quHlifi cation of some uf the statements made in this section. 
A further question of nnmenchiture, with reference to the distinction between “hydrogen’" 
and “hydroxyl,” or “lung” and “short,” hydrogen bunds, is discussed by J. D. Bernal and 
11. D. Megaw, Proi-. Ruy. Soc., 151A: 384, 1935; J. D. Bernal, Tr. Faraday Soc., 3S; 922, 
1949; A. R. Ubbelohde, Proc. Roy. Soc., 173A; 417, 1939; Tr. Faraday Sou., 35; 88B, 1949. 
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better describe the situation. In the latter case, a bond energy much 
smaller than that of a purely ionic system would be expected, because of 
the partial covalent character of the primary bonds. At the same time, the 
system might be stabilized by resonance between two covalent structures; 


and 


X— AY< > XA— Y 

X A+Y- 


Such a covalent contribution, involving directed bonds, will impose a 
geometrical restriction upon the electrostatic arrangement. Tlie energy 
of the latter, considered alone, should depend upoJi the electronegativities 
of the atoms or groups X and Y, and upon their ionic radii and that of the 
ion A+. The. special importance of the hyilrogeii bond, in which A+ is a 
hydrogen ion,‘®'^® is due largely to the minute size of the proton; and the 
strength of hydrogen bonds depends, in a very rough way, upon the elec- 
tron egalivity of X and Y, u])on their size, and upon the number of hydrogen 
bj)nds in which tliey participate. 

The small size of a proton is likewise responsible for the further peculiarity 
that hydrogen can rarely associate with more than two anionic groups. 
These usnallyform a linear sequence — ^^sothat the close approach 

of further X groups is prevented by the electrostatic repulsion of those 
already bound to hydrogen. Exceptions to this rule are found in the case 
of glycine and alanine crystals, which may C[)ntain bifurcated hydrogen 
bonds 

O 

N— H .1^ 

O 


Given these facts; the twofold coordination of protons, the symmetrical 
electrostatic field of the anionic groups, and the directional character of the 
covalent bond, the possible modes of molecidar association through hyilro- 
gen bonils can be seen to have great variety. Tonsider, for example, the 
compounds NH3, OH2, FIT. The conditions here are reminiscent of 


'“’For dtsfussioiis of lii-uo valent hydrogen see N. V. Sidgwiek, The Elertronie Theory of 
Valeney: Oxford, 1.929; Ann. Rep. f-hem. Sol*., 31: 34, 1D35; L. Pauling, Prot;. Nat. Acad. 
Sc., Wash., 14: 359. 1928. 

The relative importance of resonant covalent contributions and elcetrostalic effei ls has 
been much discussed. R. II. (lilette and A. Sherman (J, Am. Them. Soc., 58: 1135, 193[i) 
give quantum meihaniial calculations for carboxylic acids whicli do not agree closely with 
experimental rcsvalts; on the other hand, purely eleetrostatie models have been used with some 
success by Moelwyn-IIuglies, J. rhein. Sor., p. 1243, 1.938; M. M. Davies, Tr. Faraday 
Soc., 36: 333, 1941); E. Bauer ami M. Magat, J. Phys. Rad., 9: 31.9, 1938; r/. J. I). Bernal, Tr. 
Faraday Soc., 36: 912, 1949. 

G. A. Albrecht and R. B. (^irey, J. Am. Chem. Soc., 61: 1987, 1939; H. A. Levy and 
R. B. Corey, ibid., 63: 2995, 1941. 
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th DSC ii'ix i‘niin;r fnrmaiiDn of liDmorlrsmic or holt'rodt'STnic covalent or 
ionic structures. The covalent biiuling of the first three molecules pre- 
ilisj)oses to a tetrahedral configuratirni; this is complete in CII 4 . In NH3 
it can be completed by sharing one additional proton from a neighboring 
molecule, so that the substance might be expected to associate to form 
chains and rings, but never to give a three-dimensional structure. The 
same is true of FH, in which the tetrahedral configuration can obviously 
be at most rudimentary, so that new protons will tend to take a position 
diametrically opposite the first.^^ In water, the tetrahedral arrangement is 
already implied in the V-shaped 11 — O— II chain, and the j)rcsence of 
only two hydrogen atoms per molecule makes it possible to cf)mplete the 
configuration by attachment of two further water molecules through their 
H atoms. In this way, a self-perpetuating three-dimensional structure 
can be formed, and this is largely responsible for the striking physical 
differences of water from other uef)iilike substances. Many sipiilar 
examples are to be fouiul among organic coni])Ounds, where the presence of 
hydrogen bonds is often detected by the indirect methotls of X-ray anil 
electron tliffraction. These methods are not, however, readily a])plicable 
to complex molecules in which the detailed atomic configuration is unknown. 
Argument by analogy, doubtless, has some value: tlie known structures of 
glycine and diketopiperazinc crystals certainly suggest that cohesion must 
occur in dry proteins and polypeptides by formation of intermolecular 
hydrogen bridges involving the ketoimino linkage and amino and carboxyl 
side-chains.^^ At ])resent, other methods must be aj)plied, also largely by 
analogy or by questionable simplification; nevertheless, we shall mention 
briefly two methods which have given information in simple systems, and 
the extent to which they have founil application to macromolecules. 

Hydrogen bond formation l)etween different molecular s])ccies has been 
extensively studied by measurement of solubilities and of heats of mixing, 
especially in connection with bonds involving HH groups. In general, 
abnormal solubility or high heat of mixing is attributed to intermolecular 
association of some kind, and attempts are made to irlentify the atrnris 


There is pniiiably a tendenr-y of the HFH liond angle ti> he 140° instead nf 180° as sug- 
gested here. See S. H. Bauer, J. Y. Beaeh, and J. H. Simons, J. Am. ( -hem. Soe., B1 ; 1 .0, 193!). 
E.g., R. Mceke and W. Baumann, Physik. Ztschr., 33: 833, 1932. 

* J. D. Bernal and R. H. Fowler, J. Chem. Phys., 1: 515, 1933. 

The importance of hydrogen bridging in proteins is discussed by W. T. Astbury, Tr. 
Faraday Sue., 3B: 871, 1940. 

Ti. F. Zcllhoefer, M. J. Copley, and C. S. Marvel, J. Am. Chem. Soc., BD: 1337, 1938; 
M. J. Copley, G. F. Zellhoefer, and C. S. Marvel, ibid,^ 61: 3550, 1939; M. J. Copley, C. S. 
Marvel, and E. Ginsberg, ibid.^ 61 : 31 Gl, 1939; M. J. Copley, G. F. Zellhoefer, and C. S. Mar- 
vel, ibid., B2: 227, 1949; M. J. Copley, E. Gin.sberg, G. F. Zellhoefer, and P. S. Marvel, ibid., 
63: 254, 1941; C. S. MarvEd, M. J. [^-oplcy, and E. Ginsberg, ibid., B3 ; 3109, 32G3, 1940; C. S, 
Marvel, F. C. Dietz, and M. J. Copley, ibid., 62: 2273, 1940; P-. S. Marvel, J. Harkema, and 
M. J, Copley, ilnd., B3 : 1B9.9, 1941; C. S. Marvel and J. Harkema, ibid., B3 : 2221, 1.941 . 
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involved by the method of elimination familiar in organic chemistry; the 
results are often complicated by homomolecular association in one or other 
of the two components, so that the nbservetl solubility or heat of reaction 
is actually a resultant of several processes which may be difficult to dis- 
entangle. It is oVivious that in labile systems of unknown constitution the 
methods arc not likely to be very useful. From a brief study of the solu- 
Vjilities of polyesters, polyketones, and polymeric halogenatcd hydro- 
carbons it has been con eluded that hydrogen bonding is only one of several 
unknown factors determining the observed relationships. Polyvinyl 
chloride [ — CH2 r!Hri — )„, which should form hydrogen bonrls, has about 
the same low solululity in chloroform, tetrachlor ethane, carbon tetra- 
chloride, and tetraclilorethylene; the polyesters and polyketones, on the 
other hand, show the expected behavior, being far more soluble in CTirig 
and 62112^14 than in ('CU or ('2CI4. 

The second method to which we refer is that of infra-red spectroscopy in 
the wave length region around The absorption band corresponding 

to vibratioji t)f a singly bound hydrogen atom, f[)r example, in — OTt, ^(TI, 
etc., is usually spread out and displaced to a lower frequency when the 
hydrogen is subjected to some additional force. Perturbation of the XH 
bond, which can thus be measured spectroscopically, is usually attributeil 
to molecular association through hydrogen bonds. This conclusion has 
been well substantiated in certain cases, but the interpretation of the 
observed bands is less definite in the case of large molecules. Features in 
the complicated spectra of ccllulose^'^ and gelatin^*’ have been explained 
by analogy with those of sucrose and of various associated amities respec- 
tively. Crystalline sucrose^® shows several first overtone bands at 1.5-!2.0/4, 
attributed to valence vibration (stretching) and valence vibration com- 
bined with distortion (bending) of perturbed and unperturbed OH groups. 
These can be identified in modified form in the spectrum of dried ramie 
fiber, the unperturbed components being practically absent. In studies on 
dry proteins, certain bands have been ascribed to double hydrogen bonds, 
producing eight-membered rings, between parallel ketoimino linkages, 
and intensity changes have been observed on absorption of moisture. 
The detailed interpretation of these results, however, requires much further 
work; this may, indeed, be said of all methods of investigating hydrogen 
bonds in complicated systems. The lability of the bond contributes at 
once to the difficulties attending its investigation and to its extreme impor- 
ts Rec-ent reviews: ref. (1); also G. R. B. M. Sullierland, Tr. Faraday Soc., 3S; 389, 1940; 
J. J. Fox and A. E. Martin, ibid.: 897, 1940. 

J. W. Ellis and J. Bath, J. Am. Chem. Sdc., 62: 2859, 1940. 

A. M. Buswell, W. H. Rodebush, and M. F. Roy, ibid.^ 60: 2444, 1938; A, M. Buswell, 
J. R. Downing, and W. H. Rodebush, ibid., 61: 3252, 1939. 

J. W. Ellis and J. Bath, J. Fhein. Phys., B: 221, 1938. 

A. M. Buswell, J. R. Downing, and W. H. Rodebush, J. Am. Chem. Son., B1 : 3252, 1939. 
A. M. Buswell, K. F. Krebs, and W. H. Rodebush, J. Phya. Chem., 44: 112B, 1940. 

J. W, Ellia nnd J. Bath, J. Chem. Phys. B: 723, 1938. 
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tance, so that a linkage which can be said to be more significant for phys- 
iology “than any other single structural feature can also be described 
as “no more than an attractive possibility in protein structure. 

7, Van der Waals and Other Secondary Forces. — Molecular associ- 
ation is often observed in cases where formation of hydrogen bonds is 
unlikely; calculations based on the heats of sublimation of organic com- 
pounds give values of the molar cohesion of various groups, ranging from 
1 kcal./mol. for the methylene group to 7.25 for hydroxyl and 16.2 for 
ketoimino. The higher values refer to polar groups, including those which 
can take part in hydrogen bridges. Well-marked association in absence 
of the latter usually involves dipole-dipole interaction, or the interaction 
of permanent and inducetl dipoles, with stabilizing contributions from 
dispersion forces; it is clear from the formulae in Table V that, under 
favorable conditions, the former effects, depending on the square of the 
permanent moment, will greatly exceed the latter, and will, moreover, cause 
mutual orientation of a very specific kind, depending on the shape of the 
inducing dipole and on the local distribution and anisotropy of polariza- 
bility of the induced dipole. These relationships have been interestingly 
worked out in the case of associations between the lamellar molecules of 
naphthalene, anthracene, and phenanthrene with various nitrobenzeiies.®'^ 
In absence of dipole moment, as with cohesion between CH 2 or ('H 3 groups, 
only dispersion effects can be involved. The magnitude of these is difficult 
to estimate, but there is little doubt of their importance. It is perhaps a 
good thing at this point to review the subject of Van der Waals forces more 
or less historically; this will lead to a clear statement of the conrlitions to 
which the well-tested equati[)ns are limited, and even without iletailed infor- 
mation will enable us to view critically some of the more reckless references 
that have been made to Van der Waals forces in condensed systems. 

'^riie fundamental observation is that of the “imperfect” nature of all 
real gases, including even the inert gases at very low temperatures. Theo- 
retical and empirical ccjuations have been devised which account for this 
fact with varying degrees of success, those of Van der Waals and Dieterici 
and the semiempirical power series of Kamerlingh-Onncs being the most 
familiar. Experimental data are still most frequently expressed in terms 
of the Van der Waals constants a and 5, and it is generally agreed that these 
correspond respectively to intermolecular forces of attraction and repulsion. 
The “a” term of Van der Waals’ equation was originally deduced by assum- 
ing forces of attraction extending over many molecular diameters, but it was 
later shown, by statistical analysis of collision frequencies, that the same 
result can be obtain eil with short-range forces. The mechanism of the 

2“ Ref. (l),p. 211.5. 

3“ D. Jordan-LlDyil, Tr. Faraday Sue., 3B: 888, 1940, 

M. Dunkel, Zlschr. f. phys. rheiii., 13BA: 42, 1928. 

E.g., J. E. Lennard- Jones, Proi*. Roy. Soc., 45 : 47.5, 1 .')81 ; Tr. Faraday Soc., 32 : 1, 1936. 

E.g. V. Debye, Physik. Zlschr., 21 : 178, 1923, where earlier work is also referred to. 
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Van del’ Waals attraction probably varies. Keesom^^ showed that the 
temperature variation of a could be well represented in some cases by 
equations the interaction of rigid quadrupoles, giving an inter- 

molecular force inversely proportional to Debye^^ introduced a temper- 

ature-independent term in r to account for the fact that Van der Waals 
forces do not vanish at high temperatures, by assuming an induction effect. 
Neither the Keesom nor the Debye effects are, however, applicablfe to 
spherically symmetrical molecules, aiuJ it is in these cases that dispersion 
forces’® become really important. 

The detailed calculations have been made only for hydrogen and helium, 
but approximate generalized equations for nonpolar gases have been given; 
it is agreed that the force between the molecules of such substances at large 
distances can be rej)reseiited by a function that varies as the inverse seventh 
power of the tlistance. Some idea of the kind of agreement that can be 
obtained is given by the data in Table VI, columns 1, 2 and 3, while the 
relative importance of the three components of residual force in several 
cases can be seen from ccdiimn 6.’^ For the larger nn)lecules the agree- 
ment between exj)crimeiit and thet)ry is poor; and even for the inert gases 
“it is not yet certain that there is not an error by a factor of two.”'*^ Never- 
theless, the formulae have been applied to larger molecules and even to boilies 
of colloidal dimensions by integrating or summing the reciprocal energies 
of every pair of atoms in the interacting bodies. The principle invoked 
here is that the attraction between two atoms is independent of the i)resence 
of a third; thus, given the dispersion formula, the question is merely a 
mathematical one. Such manipulations have given forces varying as 7-““, 
where r is the shortest distance of separation, for two s])heres in “con- 
tact or a sphere and an infinite plane surface,'*" as r”'* ff)r an atom near a 
plane surface^*^ and as r~^ for two plane surfar’es"*"’^^ and it has been 
claimed®" '*^ that formulae obtained in this way justify the assumptions^ of 
interparticlc attractive forces of sufficient range and intensity to accouiiL 
for the formation of coacervates and thixotropic gels. Hamaker'*" also 
attempts to show that the forces of attraction between two similar parLieles 
are unaffect'ed by the presence of an intervening fluiil medium, provided 


W. H. Keesom, Physik. Ztschr., 22: IZO, 1921; ibid.. 23; 225, 1922. 

P. Debye, 21: 178, 1921); H. Falkenhagen, ihid., 23: 87, 1922. 

V. London, Ztsdir. f. physik. Chem., IIB: 222, 1930. 
rf. A. J. Staverman, Physiea, 4: 1141, 1937. 

'*** J. E. l^ennard-Jones, Tr. Faraday Sne. 32: 37, 19313. 

R. S. Bradley, Phil. Map., 13: 853, 1932, 

H. C. Hamakcr, Physica, 4: 1058, 1937. 

M. Polanyi and F. London, Naturwissenachaften, IB: 1099, 1930. 

J. H. de Boer, Tr. Faraday Soc., 32: 10, 1936. 

«H. r. Hamaker, Rec. trav., BB: 1015, 1936; {hid., BB: 3, 727, 1937; ibid., B7: Bl, 193H; 
Tr. Faraday Soc., 36: 186, 1940. 

H. Kallmann and M. Willslaetter, Naturwissenachaften, 2D: 952, 1932; H. Freundlich, 
Thixotropy: Paris, 1935. 
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llio molpcules of this are not oriented, but his arguments are formal ones and 
no attempt is made tn justify them on jdiysieal grounds.^® 

Although Van Her Waals forres arc probably not, as a rule, important in 
Ihe striieture of aitueous disperse systems, they do to a large extent deter- 
mine the molecular volume of liquids (Table VI), and in absence of tlipole 
or ionic forces they are responsible for the cohesion of molecular crystals, 
the form being determined largely by the shape of the homoptdar units, 
and other properties by the strength of iiitermolecular binding. In par 
ticular, the interm tdecular distances in molecular crystals and nonpolar 
liquifls usually have the large value 8—5 A, and the existence of such spacings 
is taken to indicaLc the residual nature of tlie binding. The crystals are 
soft, compressible, have high cocliicieiiLs of thermal expansion and low 
heats of sublimation. The simple dispersion formidae have been used tc 
calculate the tensile strength of a number of synthetic resins, with 
results at least one order of magnitude larger than those observed;^” this 
has been attributed to the presence of structural faults or “Lockerstellen ’* 
in the materials. An estimate^® of the tensile strength of cellulose 
fibers, on the other hand, made by assuming this to be composerl of the 
force necessary to tear loose certain Van der Waals linkages and that 
needed to cause the stretched molecules to slide over one another, has given 
results of the same order of magnitude as those observed. "I'his probably 
gives cause for astonishment; in another case stutlied by de Bo er'^® the approxi- 
mate formida gives unexpected agreement with experimental data — namely, 
in the calculation of the sublimation energy of benzene. One imagines the 
agreement to be fortuitous, since molecules with nonlocalizcd rdectrons 
probably require special theoretical treatment, while the practice of 
postulating distributed centers of Van der Waals attraction in order to facili- 
tate calculation has been criticized by London.®^ 

London®^ has at the same time drawn attention to the possibility of 
long-range Van der Waals forces of considerable biological importance 
between molecules containing regions of conductivity such as those pro- 
duced by conjugated double bonds. He makes a start by conoid i-riiig 
the dispersion forces between elongated molecules of this kind. In these 
the virtual. oscillators are of low frequency and are comparable in length 
to the length of the chain. Their extent is taken into account by separating 
each into two suitably situated regions of positive and negative density, 
and the results of the calculation are expressed in terms of the positions of 


Cf. I. Langmuir, J. Chem. Phys., B: 873, 1938. 

J. H. de Boer, Tr. Faraday Sol*., 32 : 10, 1935. 

R. Houwink, Elastii-ity, Plasticity and Structure of Matter: Cambridge, 1937. 

R. Houwink, Tr. Faraday Soc., 32 : 122, 1936. 

K. H. Meyer and 11. Mark, Der Aufbau der hochpolymeren organischen Natiir.stoffe: 
Leipzig, 1930, p. 152. 

Cf. J. E. Lennard-Jones, Tr. Faraday Soc., 32 : 37, 1 930. 

F. London, J. Phys. Chem., 4B: 305, 1942. 
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these “monopoles” in the interacting molecules and the energy of the 
quantum jump believed, from spectroscopic data, to be associated with 
interatomic charge transfer. At intermolecular distances very small com- 
pared with the oscillator length, for molecules with similar monopoles in 
juxtaposition, the attractive force varies as 1/r^; the force on a small 
spherical molecule near a long oscillator varies as 1/r®. It is suggested 
that the existence of such long-range forces, operating at widely separated 
points of attraction along a conjugated chain, may account for the elasticity 
of rubber, in contrast to the brittle long-chain paraffins, in which short- 
range (l/r^) forces act between separate atoms. 

We opened this section with a reference to molecular association result- 
ing from orientation and induction effects. It should be added that the 
dispersion effect, to which wc have at least by implication attributed part 
of the lateral cohesion of chain molecules in fibrous structures, and the 
molecular binding of homopolar molecules in crystals, can also under other 
circumstances play an important part in restricting the random motion f)f 
molecules, and, theref[)re, in promoting their morphological organization. 
The calculations of deBoer,^^ although open to criticism, suggest that in liquiil 
benzene there may be a tendency to ftirmation of unstable dimers consisting 
of benzene rings lying in parallel planes about 3.5 A apart; this tendency is 
opposed by thermal motion and by a polarization anisotropy which woulrl 
favor another configuration, but there is evidence^® that the parallel orien- 
tation does occur. This is not, however, the configuration adopted in 
benzene crystals.®^ Intramolecular dispersion forces can similarly give 
certain configurations a higher probability than others, leading in th(‘ 
case of chain molecules to an average chain length different from that which 
would be anticipated on the basis of unrestricted rotation about single 
bonds. Such preferred orientations have been discussed in the case of 
polystyrene, ( — CIIICbHs) — CH 2 — where the orienting effect of benzene 
rings would be expected to play a part. These effects are better understootl 
in small molecules, and, even in ethane, studies of heat capacity anil 
vibrational spectra indicate that a potential barrier of 300D cal. /mole 
restricts internal rotation in favor of a configuration in which the six 
C — H bonds, projected on a plane perpendicular to the C — C axis, are 
staggered at angles of B0° to one another.®® In ethylene halides, where 
dipole forces come into play, electron diffraction studies show that rotation 
is considerably impeded in favor of the transisomer. In substituted ben- 

J. H. He Btier, Tr. Faraday Soc., 32: ID, 1D36; .7. IT. He I^oer and G. Heller, Pliysira, 4; 
1045, 1937. 

U. Bricgleb, Ztschr. f. phyaik t^hem., 14B: 97, 1931; ibid., IBB: 249, 1932; .1. Selnian, 
cited by J. H. de Boer, Tr. Faraday Soe., 32: 10, 1935. 

E. G. Fox, Proe. Roy. Snc-, 136A: 491, 1932. 

J. H. de Boer, Tr. Faraday Sot*., 32: 10, 1935. 

G. B. Kistiakowsky, J. R. Ladier, and F. Stitt, J. Chem. Phys., 7: 289, 1939; F. Stitt, 
ibid., 7 : 297, 1939; cp. H. Eyring, J. Am. Chem. Sdc., 54: 3191, 1932. 

J. Y. Beach and K. J. Palmer, J. Chem. Phys., 5: 639, 1938; J. Y. Beach and A. Turke- 
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zones it appears that polar groups impede one another’s rotation about 
single bonds whenever they approaeh to within about 3 A.®** 

8. Long-range Forces in M acromolecular Systems. — Quantita- 
tive iirL'iiiiii iil ' have obviated any need for the assumption of long- 
range Van dcr Waals forces in (Apliiiiiing the stability of hydrophobic 
systems. Other biological phenomena have been mentioned, however, 
which seem at first sight to require some mechanism for the transmission of 
''stimuli ” to remote points. The best-known case is that of photosynthesis, 
in whch it seems to be necessary, in order to explain the observed fractional 
quantum efficiency,®® for a large assembly of chlorophyll molecules in the 
interior of the chloroplast to absorb four light quanta simultaneously®® and 
then to transmit the electronic excitation energy from one molecule to the 
next by some sort of resonance effect, until it reaches a point on the surface 
occupied by an adsorbed CO 2 molecule.®^ Other cases have been men- 
tioned in a recent article by Szent-fTyorgyi,®^ who seems to suggest that 
common energy levels associated with the presence of nonlocalizerl electrons 
may be responsible for the transmission of “chemical” stimuli in genes, 
muscle fibers, and even through an entire organism. London, whose treat- 
ment of long-range “monopole” forces has already been referred to, has 
expressed an opinion in this connection that is worth quoting: “There can 
be, however, some doubt as to whether at present we are able to survey all 
consequences of quantum mechanics to such an extent that we could, with 
certainty, preclude the existence of specifically macromolecular forces 
which could not be built up by the well-known elementary atomic or 
molecular forces, but would rather depend on properties of the molecule 
as a whole, ... It might be of interest to establish in full generality the 
conditions under which, in the interior of molecules, such regions of 'electric 
conductivity’ may occur as we have recognized to be responsible for the 
presence of these characteristic long-range forces. It might well be that 
still other phenomena and mechanisms are connected with this peculiar 
kind of intramolecular charge transfer.”®* It is a long step from this to 
the conducting assemblies of macromolecules suggested by Szent-Gyorgyi 
and by Weiss, and still further to the conception of the “cell as a whole,” 
or as a single giant molecule, as we facetiously spoke of it at the opening 
of this chapter. 


vi[;h, J. Am. Chem. Soc., 61 : 303, 1939; t*p. also A. Turkevirh and J. Y. Beach, ihid.^ B1 : 3127, 
1939; C. T. Zahn, Phys. Rev., 37: 151B, 1931; E. W. Greene and J. W. Williams, ibid., 42: 
119, 1932. 

R. Tiganik, Ztschr. f. physik. Chem., 14B: 135, 1931. 

0. Warburg and E. Negelein, Ztschr. f. physiol. Chem., lOB: 191, 1923; F. F. Rieke, J. 
Chem. Phys., 7: 238, 1939. 

““ R. Emerson and W. Arnold, J. Gen. Physiol., IB: 191, 1930; H. Gaffron and K. Wohl, 
Naturwissenschaften, 24: 81, 1936; 11. I. Kuhn, Nature, 137: 70B, 193B. 

J. Weiss, Nature, 137: 997, 193B. 

A. Szent-Gyurgyi, Science, 93: BD9, 1941. 
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SOME PROPERTIES OF LARGE 
MOLECULES IN SOLUTION«^«^ 


1. Introduction, — The labile or;i.‘inizjil iuii of protoplasm is closely 
bound up with its colloidal nature. Many experimenters in the past, 
refr)^iii/.iii^‘ the complexity of colloidal systems, and finding ample experi- 
mental evidence for the belief that reproducible properties can hardly be 
expected of random aggregates of dissimil^-r molecules, described colloids 
and the peculiar forms and reactions of protoplasm very much as a naturalist 
flescribes variations among species — as something amenable to meticulous 
description, but beyond the reach of quantitative experimental study. Jf 
invited to account for the extraorrlinary uniformity and reproducibility 
of, let us say, sea-urchin eggs, in terms of the extremely variable aggregates 
of which they are supposed to be composed, they would appeal to some 
external force, a vital principle, or an enteleehy, which would impose form 
and vital function ut)on lifeless matter, much as a potter moulds his clay. 
Instead of thus confusing increasing complexity with increasing lack of 
organization, it is probably better to discern in the specificity of colloidal 
systems the emergence of new qualities which depend for their very existence 
upon an intrinsic tendency of matter to become oriented both in the geo- 
metrical or morphological sense and in the sense of a correlated localization 
f)f energy transfers. Except, perhaps, in the experimental study of biologi- 
cal specificity, this view has received no stronger support than in the dis- 
covery that the C[)lloidal components of living matter can by the mildest 
methods be resolved into colloidal substances which yet have all the ear- 
marks of chemical individuals. In a majority of cases they can be molec- 
ularly dispersed, and there is an increasing body of chemical and physical 
evidence that serves to identify these well-defineil particles with some of the 
most highly specific components of protoplasm. It is the purpose of this 
chapter to review briefly the properties of such homogeneous colloidal 
substances, without particular reference to their origin; the common char- 
acteristic of immediate interest is their colloidal nature, which implies 
large molecular size and, therefore, the use of special methods of study. 
Important substances of this class are obtained synthetically, and since 


References: In Chapter 7, frequent reference is made to T. Svedberg and K. D. 
Pedersen and others. The Ultracentrifuge: Oxford, 104D; and Advanees in Colloid 
Science, Vnl. 1, edited by E. 0. Kraemcr: Interscience Publishers, Inc., New York, 1.042. 
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some of iliese have properties that stand in interesting opposition to many 
of l)io1i)gi(‘jil origin, they will be referred to. Particle size and shape are 
the most elementary properties to be discussed; the progress made possible 
by the use of physical methods in defining the net charge and the distribution 
of nonpolar, polar, and charged groups will be mentioned, and convergence 
of physical and chemical evidence to provide a more or less consistent general 
conception of macromolecules will complete our discussion of these sub- 
stances as they probably exist in very dilute solutions. It will then be 
possible, again with the utmost brevity and incompleteness, to indicate, 
with especial emphasis upon the behavior of biological fluids and their 
derivatives, some of the interactions that occur in polydisperse solutions. 

2. The Determination of Size and Shape of Large Molecules in 
Dilute Solution. — The determination of molecular size and shape can 
seldom be accomplished by use of a single experimental method. More- 
over, application of a single methoil usually involves additional measure- 
ments often regarded as accessory in nature but actually as important anil 
frequently as difficult as the princi]>al determination. The results obtained 
by the various methods can, as a rule, only be expressed in comparable 
terms by the application of theoretical equations, and these, which are 
invariably approximate, impose a new uncertainty upon the errors of 
measurem ent. 

The methods available are of two kinds; by their means one measures 
either a thermodynamic equilibrium or a velocity. The former have the 
important advantage that, involving as they do the establishment of an 
equilibrium between oi)poMing tendencies regulated by the same dynamic 
quantities, they finally give a measure only of the number of particles 
present, irrespective of their size and shape. The classical thermodynamic 
method is, of course, that of osmotic pressure (cryoscopy being too untrust- 
worthy and vapor pressure determinations usually too inaccurate), in 
which a mechanical barrier opposes diffusion of the colloidal solute. Scru- 
pulously applied, it is still probably the most accurate, although by no 
means the most fashionable, method for iletermining the number of particles. 
It must be recognized that for a colloidal electrolyte the observed osmotic 
pressure arises only in part from the ctdloidal ions, and in part from the 
unequal distribution of diffusible ions: the relation to the molecular weight 
is given by a combination of Van’t Hoff’s law and Dalton’s law of partial 
pressures. ““ 

p = Pi + RTp-^^> (4) 

where p = the observed osmotic pressure 
Pt = the ion pressure difference 


’‘a. G. 5. Adair, Prur. Hoy. Sue.. 120A : 573, 1928; b. (■. S. Adair and M. K. llobinsun, 
Biochem. J., 24 : 1864, 1980. 
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ip = the osmetic coefficient, a function of pH, salt concentration, anil 
degree of interaction of colloidal ions and their shape. 
c/Mi = the ratio of concentration to molecular weight; thus, if c refers* 
to dry substance, Miis the corresponding molecular weight; tlie 
actual molecular weight in solution may be entirely different, 
as a result of solvation. 

The measurement of osmotic pressure gives the correct value of c/M while 
the correct determination of the molecular weight depends upon a knowl- 
edge of solvation. This is, of course, still true when p and pr have been 
eliminated, as is customarily done, by extrapolation to zero colloid 
concentration: 


- = W - ■ 


( 5 ) 


The same limitations naturally apply to the sedimentation equilibrium 
method, in which the osmotic membrane is replaced by a gravitational 
force; there is the added complication that, since the gravitational field is 
not uniform, it is necessary to measure a concentration gradient. The 
molecular weight is then given by the exjuession 


M, = 


^RT In {02/ Cl) 
ll — — a"5)’ 


(B) 


where C2, Ci are relative concentrations at distances X29 Xi from the center of 
rotation, w is angular velocity, Vi is the partial specific volume of the 
colloidal solute, defined as dv/dg, where v is volume and g is mass of solute, 
while p is the density of the solution. If Vi refers to the unhydrated sub- 
stance, Ml determined by equation (B) at high dilutions should be com- 
parable to the value found by osmotic pressure determinations. 

The dynamic methods have in common their dependence upon an 
imposed translational or rotational movement of the particles, or both, in 
opposition to their Brownian movement; all the eijuations employed must 
therefore contain terms expressing frictional resistance to motion, and 
these must necessarily be functions of the shape and flexibility, and often 
also of the size, of the particles. In other words, if the reference substance 
is the anhydrous solute, it is always necessary to take into account the 
degree of solvation and the shape of the resulting solvated particle. In 
general it is not possible to calculate both these quantities, and until recently 
it has been customary to express results in terms of an apparent shape 
factor calculated for a hypothetical unsolvated particle. As far as possi- 
ble we shall avoid placing too much weight upon results obtained in this way. 


Cf. R. E. Powell and H. Eyring, Frirtinnal and Thprinodynarnic Properties of Large 
Molpiules, in ref. [65), p. 183, 1942. 

a. T. Svedberg, Kolloid-Ztsehr., Erg. Bd., zu SB, 53, 1925; b. Colloid f’heiiiislry, 2iid 
ed.: (^liemifal ('’atalog Co., New York, 1928, p. 150. p. ref. (B4), pp. 6, 48. 
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The dynamic methods further divide themselves according to the nature 
of the property measured. In measurement of sedimentation rate, diffusion 
(constant, and viscosity, we deal with properties directly related to the 
mechanical interaction between solute and solvent, so that all interpreta- 
tions of these quantities in terms of the properties of the solute must con- 
tain some function of a friction coefficient,/, which gives the frictional ftirce 
opposing translational motion of a solute molecule as [fv), where v is the 
rate of movement. For the motion of a spherical molecule, Stokes’ law 
gives the frictional coefficient /d as 

/u‘= STTTjr = SttijN 

where ry is viscosity, r radius of the molecule, N Avogadro’s number 
(B.06 ■ ID^®), M molecular weight, V partial specific volume. If the particle 
is not spherical, / is some other function of shape. The functions for both 
elongated and flat ellipsoids of revolution (rods and discs) in random con- 
figuration have been derived theoretically in the form 



where /o is the frictional coefficient of a sphere of equal volume and a, b are 
the axes of the ellipsoid.®® These equations are applicable to measure- 
ments in which orientation of the solute m [decide does not occur. 

In the second group of dynamic methods, namely, the measurement of 
dielectric dispersion and streaming double refraction, the eft’ects observed 
depend similarly iipon a frictional coefficient, f, in this case representing the 
force opposing rotation, and defined by fa;, where a; is angular velocity. 
For rotation of a spherical molecule 

f = Swrir^y (9) 

while for an ellipsoid of revolution any mode of rotation can be expressed 
as the resultant of components of rotation of each axis about the other, each 
with its own frictional coefficient, fa and j[b- It is convenient in practice 
to replace the friction coefficient by a closely related quantity, the time 
required for a system of oriented molecules to regain a certain degree of 
random distribution when the orienting force is relaxed; this is known as 
the relaxation time, and for a spherical molecule is given by 

^ f ^ ^ TrrjMV 

2kt kT 3RT' ^ ^ 

where k is Boltzmann’s constant (1.372 • 10”^® erg. dcg."^). For ellipsoids 

a. R. 0. Herzog, R. Illig, and H. Kudar, Ztschr. f. physik. Chem., 157A: 929, 1934; b. 
F. Perrin, J. Phys. Rad., (7), 7: 1, 1935. 

For precise definition see P. Debye, Polar Molecules: Chemical Catalog Co., New York, 
1929, pp. 83ff. 
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of revolution the values of and tu have been expressed in terms of the 
axial ratios by equations analogous tO' (8) 


la 

To 


= 



n 

TU 



(11) 


where, again, td refers to the equivalent sphere and can be calculate4l from 
equation (10). 

We can now consider more explicitly the various experimental methods. 
The instrument that has probably contributed most to the physical knowl- 
edge of large molecules is the ultracentrifuge,^^ the use of which in deter- 
mining sedimentation equilibria has alrearly been referred to. Before such 
equilibrium is attained, the rate of sedimentation during cenlrifugiiig can 
be determined and expressed as a sedimentation constant, defined as the 
rate of movement of the substance, dxfdiy in a field of unit centrifugal force. 
Equating centrifugal anil frictional forces gives the expressions 

(d.x\ 1 Jlind - Fnp) - F,p) 

\ji) ■ U ■ — u 


where the symbols have the meanings previously assigned to them, the 
suffix 12 referring to the actual solvent-solute complex comprising the 
colloidal kinetic unit in solution, and 1 to the unsolvated molecules. It is 
easy to show that 

h = /i2 (13) 

approximately. Hence the use of Fi and Mi (obtained by some other 
method) in conjunction with the experimental value of s will give the correct 
value /i 2 for the frictional coefficient of the solvated molecule. The cal- 
culation of a shape factor by use of equation (8) is, however, not possible 
unless we know (/d)i 2 , the frictional coefficient for a spherical molecule of 
molecular weight Jl/ 12 . If w is the number of grams of solvent bound to one 
gram anhydrous substance, it may easily be shown that for a very dilute 
aqueous solution (p = 1.00), 

.IlL. = . ifjh = (. = „ fjl. n.) 

(/d)i2 (/d)i (/u)l2 + V 1 / (/d)i (/d)i 

where the fraction /i 2 / |/[))i is the value usually, and erroneously, given as 
the “frictional ratio,” ///u. Clearly, we must have some independent way 
of finding w, the hydration, if the correction factor g is to be applied. 

a. R. Ciiins, Ann. Physik, (4), 8B: H28, (1928); b. F. Perrin, J. Phys. Rad., (7), 6; 497, 

1934. 

a. ExliausLively discussed in ref. (84). b. Referenee .sliuuld also be made to a group of 
papers in Ann. New York Aead. Se., 43 : Art. 5, 173, 1942. Errors due to failure to correct for 
variation of viseosity with centrifugal force are pointed out by R. E. Powell and H. Eyring 
in ref. (65), p. 212. 
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The molecular weight Mi is often obtained from the sedimentation con- 
stant by inserting in equation (12) a value of /12 calculated from the diffusion 
constant, D\ 

M ^ ( 15 ) 

The information gained from viscosity measurements, even at great 
dilution, is far more uncertain; it has been shown repeatedly that elongated 
particles form more viscous solutions than spherical ones, but the precise 
relationship between viscosity and shape is still uncertain.’^® Many of the 
equations that have been suggested are of the form 

~ = kVc. (IB) 

^0 

where rj and 170 are viscosities of solution and solvent respectively, V is 
partial specific volume, c is concentration in g./l DO cm.^, and k is a function 
of particle shape. The practical determination of k is best done by extra- 
polation, since in many cases deviations from the simple proportionality of 
equation [16) occur at quite low concentrations; accordingly, we may define 
k as the volumetric intrinsic viscosity, 



For spherical particles, k is equal to 0.025.’^® For ellipsoids of revolution, a 
theoretical expression for k obtained by Simha^® has met with some success 
in application to proteins. The correct application of any equation, how- 
ever, requires the use of an appropriate value for the partial specific volume, 
and hence, as in all other methods, a knowledge of solvation. The correct 
value of [r]]v in equation (17) is 

I + w [ 7 ] — rjQ 1 1 

Vi + w I 7)0 C(1 + W) 

An empirical equation relating intrinsic viscosity of a number of proteins 
to axial ratios derived from sedimentation and diffusion data (equations 12, 
15 and 8) has been given by Poison.^® Working backward. Poison then 

See especially the review byLauffer, Ghem. Rev., Deu., 1942, which appeared after the 
completinn of this chapter, 

’*a. E. 0. Kraemer and W. D. Lansing, Nature, 133: 870, 1934; b. E. D. Kraemer and 
J. B. Nichols in ref. (B4), p. 417. 

a. A. Einstein, Ann. Physik, 19 : 371, l9D6;i&Lrf., 34: 591, 1911; b. see also the qualitative 
statement in H. Mark, Physical Chemistry of High Polymeric Systems : Interscience Pub., Inc., 
New York, 1941, pp. 277ff. 

R. Simha, J. Phys, Chem., 44: 25, 1949. 

For a discussion of other viscosity equations sec, e.g., H. Mark, Physiral ('hemislry of 
High Polymeric Systems; Interscience Pub., Inc., New York, 1941, pp. 255ff. 

a, A. Poison, Krdloid-Ztsclir., 07: 149, 1939; b. 08: 51, 1939. 
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derives the molecular weights of a number of proteins from their intrinsic 
viscosities by means of the same three equations. The values of a/b 
obtained during this procedure are not to be taken seriously, since hydration 
is ignored, but the method may have certain value in determining M 
approximately when sedimentation data are not available. 

The determinati[)n of molecular weights by interpolation from viscosity 
measurements is possible only in cases where a number of members of a 
p[dymeric honudogous series have been examined. The equation of 
Stall dinger,"^® which may be expressed in the form: 

Mv = kZ, (18) 

where Z is the degree of polymerization, i; is a constant characteristic of a 
given homologous series, was derived bir rigid rods with effective volumes 
equal to the volume of the disc described by rotation of the lf)ng axis of the 
rod; other eviflence, theoretical and experimental, suggests strongly that 
linear polymers arc flexible or worm-like structures. This greatly 
limits the theoretical value of Staudinger’s equation. 

The experimental study of molecular rotation and the interpretation of 
the data (cp. equations 10 and 11) are difficult. This applies especially 
to the results of dielectric dispersion measurement because of the extreme 
generality of the Debye equation for the relaxation time, which will 
apply to “any property which measures how much a system changes from 
one state to another when a periodic force is applied””^ and which, in 
almost any system, could result from one of, or a combination of, several 
different mechanisms. In the simplest case the quantity derived from 
dispersion curves for dielectric constant or conductivity is a single critical 
frequency, Pey the frequency at which 

e' = K(^. + E.)' ( 18 ) 

and 2X/j', or e", has its maximum value, 
where e' = dielectric constant at any frequency, 

Ed = static dielectric constant, 

Cdo = high frequency dielectric constant, 

X = conductivity. 

E.g., H. Staudinger, Die hnrbmolekularen organischen Verbindungen; Kautschuk und 
Cellulose: II. Springer, Berlin, 1932, p. 9B.; more recent work from Staudinger’s laboratory is 
summarized by E. 0. Kraemer, J. Franklin Inst., 230: 514, 1940. 

““ a, W. Kuhn, Kullmd-Ztschr., SB: 2, 1934; b. M. L. Huggins, J. Phys. Chem., 42: 911, 
1938; c. ibid., 43: 489, 1939. 

E.g., R. Fordyce and H. Hibbert, J. Am. Chem. Soc., 51 : 1910, 1912, 1939, 

a. P. J. Flory, J. Am. Chem. Soc., 52: 1057, 1941); b. J. Phya. Chem. 43: 870, 1942. 

R. E. Powell and H. Eyring in ref. (B5), p. 183, 1942. 

a. Compare E. 0. Kraemer, J. Franklin Inst., 230 : 514, 1940; b. see also the discussion 
of the viscosity of polyvinyl chloride solutions by D. J. Mead and R. M. Fuoss, J. Am. Chem, 
Soc., 64: 277, 1942, and a review of data based on Staudinger’s equation by c. K. H. Moyer, 
Kolloid-Ztschr., 95: 70, 1941. 

R. E. Powell and H. Eyring, in ref. (66), p. 215, 1942. 
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From this we can calculate a single relaxation time r provided the relation 
between polarizability and [lielectric constant is known; in many cases for 
solutions in polar solvents the relation is linear”® and then 


Vr = 


1 

27rr 


(2n) 


If the solute molecules are known or suspected to have dipole structure it is 
quite probable that the measured relaxation lime is connected with the 
rotation of dipoles in a viscous medium under the influence of the a))plied 
field, and this interpretati[>n can in many cases be supported by other 
evidence; particularly, when the struct lire of the inoleciile is known in some 
detail, it can be determined whether or not llie observed relaxation time is 
compatible with rotation of a spherical unsolvated molecule, or with 
oscillation of a single group, or whether a solvation shell or a non-sphcrical 
shape must be assumed to account for the observed values. The latter 
case can occur if the second relaxation time is associati'd with a very minute 
dipole moment.”^ In the case of large multipolar molecules, it is qjuite 
usual to find the ilispcrsion effect s])read over a wider frequency range than 
that required by the Debye equation, and it may be possible to attribute 
this to the modes of rotation of an ellipsoid of revolution and to calculate 
the axial ratio, the molecular volume {MV), the direction of the di]>ole 
moment vector, and the hydration.”^ If two relaxation times are insuffi- 
cient, other interpretations are possible; in the case of thread-like molecules, 
there may be many relaxation times, because “in the various configurations 
which a chain midecule can assume we can find now one, now another, 
segment of the chain acting effectively as a co-operating electrical unit.””” ”'*’ 
Several other relaxation mechanisms have been considered.'*^ The only 
one which appears to require careful consideration in connecthin with 
protein solutions is that discussed by Fricke aqd Jacobson,'*^ whose measure- 
ments on the dispersion of gelatin solutions and the effect of electrolytes 
and pH changes led to the conclusion that neither the orientation of dipoles,'^- 
nor the Debye-Falkenhagen effect^^ could wholly account for the results 
observed. The important mechanism, according to Fricke and Jacobson, 
is similar to that operating in coarse suspensions,^'^ and is connected with 


E.g., J. Wyman, Chpm. Rev., 19: 213, 1.935. 

E.g., J. L. Dncley, Ann. New Ynrk Acad. Sc., 41: 121, 1941. 

R. M. Fuqss and J. G. Kirkwood, J. Am. I’liem. Soc., B3: 385, 1941. 
a. J. Li. Kirkwood and R. M. Euoss, J. rhem. Rhys., 9: 329, 1941; b. compare AV. A. 
Yager, Physics, 7 : 434, 193B. 

Some are enumerated by Powell and Eyring in ref. (55). 

“^H. Fricke andL. K. Jacobson, J. Phys. Phem., 43: 781, 1.939. 

” P. J. Denekamp and II. R. Kruyt, Kidloid-Ztscbr., 81: 92, 1.937. 

Relaxation of Debye-IIueckel ionic atmosphere: cf. TI. Falkenh<Tgen, Electrolyte.?, 1934, 
p. 107, etc. 

Studied in a considerable sprie.s of papers by Fricke, referred to in ref. (91). 
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pDlarizatipn of an '‘intprphasc” consisting, ])robably, of oriented water 
molecules attacked to the particle surface.®^ 

Whereas in measurements of dielectric dispersion only a very small 
proportion of solute molecules is actually affecteil by the field, the measure- 
ment of streaming double refraction dc])ends upon the mass orientation of 
particles. The orienting torque is applied hyrlroilynamically by a velocity 
gradient at right angles to the direction of flow, and the degree of orienta- 
tion, subject of course to a distribution law, is a function of the velocity 
an[l the Urownian movement or relaxation time of the particles. 
The intrinsic optical anisotropy of the particles is merely user! as the index 
to the degree of orientation, and the optical quantities measured as a func- 
tion of the velocity gradient must be interpreted theoretically in terms of a 
relaxation time, from which, in turn, shape factors may be ol)tained by the 
application of equation (11).^® The method has given valuable results 
for elongated molecules with large relaxation times; it has only recently 
been extended to molecules which are also amenable to study by dielectric 
dispersion detenu i nations. Consequentry, it is too early to attempt a final 
estimate of ils accuracy. 

3. The IMeasurement of Hydration. — Without a knowledge of 
hydration, the shaj)e and size of molecules in solution are not susceptible 
to precise definition, uidess the molecules are st) elongated that the effects 
of shape greatly outweigh the effect of any ])ossiblc degree of hydration. 
Exact size and shape may indeed always defy deluiition, for the concept 
of hydration is itself manifold. Li I tie effort has been made to reconcile 
the conflicting and certainly too circumscribed points of view, which have 
bretl unnecessary controversy. From the unique character of water, it 
must be evident that there iriay be many degrees of hydration, ranging from 
mere mechanical entanglement'’® to the close-packed structure of dielec- 
trically “saturated” water (q.v.) in an intense electrostatic field. The 
subject has never been arlequately reviewed, nor has any sufficiently 

rf. Geriwil iiiiil Fowler’s <liseu.ssir>Ti of llie dielectrie eonstaiiL of iue: J. Fhem. I’hys., 1: 
515, 1.938. 

M. von AnlennL', I). lirnos, and li. [)llerb[?in, IMiysik. Zlsehr., 37: 533, 193fi; fi. 
Baez, ilnd., 40: 3!)4, ]})3.9. 

A numlier of early papers bearing on this question are diseussed by K. Tleymann, Kolloid- 
/tsfhr., BB: 1934, iTirluibiig those of Pickara and of Errera, which eaiinoL ]>e dealt with 

here. 

a. vSee the exeellent review by J. T. Edsall in ref. (B5), pp. 25.9-318, 1042; b. a very eon- 
rise series of relevant optical definitions is given by F. 0. Sehmitt and R. S. Bear, Biol. Rev., 
14: 27. 193.9 (appendix). 

The mode of packing of water inoleeules into cavities has been interestingly discussed by 
D. M. Wriiifh, riiil. Mag., (7) 25: 71)5, 1038. 

a. ('f. Wo. Ostwald, cited by F. Tlioencs, Bioehem. Ztschr., 167 : 124, 1925; b. W. ICuhn, 
Kolloid-Ztst hr., 36: 276, 1924; vm H. Mark, Physical Chemistry of High Polymeric Systems: 
Interscienee Pub., Inc., New Yf»rk; 1940, pp. 254fF. 

But see a. f), Bluch, Prrd oplasina, 3: 81, 1927; b. T. C. Barnes and T. L. Jahn, Quart. 
Jl^v. BioJ. 9: 292, 1.934, r. IT Mark, fref, lOOe); d, R. A. Gortner, Dutlines of Biochemistry; 
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comprehensive experimental study been made during the years in which 
other physical data concerning large molecules in solution have been 
accumulating. The resulting uncertainty of definition of various molecular 
magnitudes stands in contrast to the remarkable engineering skill and 
patient measurement that have given accuracy to many of the primary 
empirical quantities. 

Thermodynamic methods have obvious disacivantages in non-ideal 
systems. The experimental data are in many cases reliable, but their 
interpretation may be dubious. In a number of investigations, the activity 
of water has been varied by mechanical pressure across a semipermeable 
membrane, or by changing the water vapor pressure at constant tempera- 
ture;^“® in others, by lowering the tempprature.^“^ Exposed to an atmos- 
phere of constant water vapor pressure, a specimen will eventually attain a 
constant weight, which can be measured.^ Alternatively, exposeil to a 
constant temperature below its freezing point, a substance containing frcc‘ 
water will in general separate into pure ice and an aqueous phase or phases 
of definite composition, and the amount of ice formed can be determined by 
inciisuring the heat of in? volume change accompany- 
ing or sometimes by weighing the ice extruilcd on the surface oi a 

thin slice of the material the average composition of the residue can then 
be determined if its original composition be known. For a simple solution 
of sodium chloride at room temperature a continuous series of equilibria 
between water vapor and salt solution is established as the water vapor 
pressure is reducetl, until it reaches a value slightly below 4 mm. Ilg; at this 
point equilibrium is attained only when all the water has evaporated. At 
all lower vapor pressures the system is invariant. Similarly, on cooling, a 
series of equilibria between ice anil solution is established until the tempera- 
ture is below — 22°C., when a mixture of salt and ice separates out and the 
system becomes entiridy solid. Most colloids show a different behavior 
when the activity of water is lowered; an electrolyte-free gelatin gel, for 


Wilpy, New York, 1920; e. R. A. Gortner, Tr. Faraday Soc., 2B : BTS, 1930;f. K. C. Blanchard, 
Cold Spring Harbor Symp., B; 1, 1940; g. D. M. Greenberg in The Chemistry of the Amino 
Acids and Proteins, edited by C. L. A. Schmidt: C. C. Thi)mas, Springfield, 111., 1938, p. 478. 

E. g., a. D. Jordan-Lloyd and T. Moran, Proc. Roy. Soc., 147A : 382, 1934; b. T. Moran, 
ibid., USB: 548, 1935. 

a. J. D. Babbitt, Canad. J. Research, 2D: 143, 1.942, etc.; b. J. Brooks, Proc. Roy. 
Soc., 114B: 258, 1933; c. J. Gen. Physiol., 17: 783, 1934; d. For an early discu.ssion of this 
factor see J. M. Van Bemmelen, Rcc. trav. Chim., 7 : 37, 1888, reprinted in The Foundations of 
Colloid Chemistry, edited by E. llatschek: Benn, London, 1925. 

M. Rubner, Abh. Preuss. Akad. Wiss., Nr. 1, 1922. 

F. Thoenes, Biochem. Ztschr., 1B7 : 124, 1925. 

W. Robinson, J. Biol. Chem., 92: 699, 1931, 

H. A. Gortner, Outlines of Biochemistry: Wiley, New York, 1929. 

T. Moran, Proc. Roy. Soc., 1D7B: 182, 1930. 

I. D. Jones and R. A. Gortner, Colloid Symp. Monographs, 9 : 387, 1931. 

““ a. T, Moran, Proc. Roy. Soc., 112A: 30, 1926; b. ibid., IIBB : 548, 19SB. 
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examplp, forms a solid solution^^^ containing about 0.5 g. water/g. gelatin 
on cooling to about — 10°C., and the composition of this solid solution does 
not change significantly on further cooling to — Analogous 
observations can be made when the water activity is retluced by other 
methods, although in some cases these give a somewhat less definite plateau. 
Moran^^®*" consiilers that the water content of the solid solution of nearly con- 
stant composition represents a strongly boiuid fraction of the water, while 
at higher activities of water a further consiilerable amount is more loosely 
bound. The state of the latter portion has not been at all clearly defined, 
but in some sense the interpretation of the plateau may be a correct one, 
provided the curves represent true equilibrium states. This has been very 
plausibly doubted, although the objections may be equivalent to the 
ostensibly opposed point of view adumbrated by Moran. Single points on 
the vapor pressure isotherms of some solid proteins have been obtained by 
Adair and Robinson.^ 

The amount of water bound by a protein is probably reduced by the 
presence of neutral salts or other crystalloids. Some such effect would 
be expected if the bound, water were also nonsolvent water. The latter 
property has been used, perhaps rather naively, as a second criterion of 
water bin ding, the amount of bound water being calculated by comparing 
the apparent content of solvent water with the total water determined by 
drying. The former can be found by measuring the effect [)f added soluble 
substances on the freezing point or vapor pressure of the system, if it be 
assumed that the colloidal or other components do not adsorb or otherwise 
modify the activity coefficients of the various substances present.^^® Such 
an assumption is frequently unjustified, and it is only with very simple 
solutifins and carefully chosen test substances that, if ever, the method can 
be trusted it may be doubted whether any accurate data have been 
published. A variant of the method has been applied to solid proteins by 
S0rensen^^** and others. Analyses of mother liquor and of protein crystals 
with adhering mother liquor often show the presence of a higher proportion 


m For microscopic description of this solid solution and discussion of its nature see W. B. 
Hardy, Proc. Roy. Soc., 112A: 31), 192R. 

J. H. Mennie, Canad. J. Research, 7 : 178, 1932. 

11'’ S. S. Kistler, J. Am. Fheiii. Soc., 6B: 01)1, 193B. 

11* a. G. S. Adair and M. E. Robinson, Biochem. J., 24: 993, 1930; b. J. Physiol., 72: 
2P. 1531. 

11® a. R. Newton and R. A. Clortner, Bot. Gaz., 74: 442, 1922; b. R. A. Kruyt and K. C. 
Winkler, Ztschr. f. anorg. aligem. Chem., IBfl : 201), 1930; c. A. V. Hill, Pro[‘. Roy. Soc., 105B : 
477, 1930; d. E. Hatschek, Tr. Faraday Soc., 32 : 787, 1B3C, uses inability to hydrate anhydrous 
cobaltous chloride as an index for bound water in gelatin gels. ' The results (hydration around 
D.5) are in agreement with those of Moran, but are perhaps open to other interpretations. 

11® Cf. G. S. Adair, Tr. Faraday Soc., 26 : 698, 1930. 

11'^ A. Grollman, J. Gen. Physiol., 14: 661, 1931; but cf. F. W. Sunderman, J. Biol. Chem., 
96: 271, 1932. 

11® S. P. L. Sorensen, Compt. rend. d. trav. du lab. Carlsberg., 12: 164, 1917. 
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of water to salt in the crystal than in the mother liquor. Adair and Adair^^® 
have used Sorensen’s distribution data to calculate tlie hyrlration of several 
proteins, with results again falling in the range 0.2 In a further slight 

variant, it has been found that a gram of dry silk fibroin immersed in a 
solution of the disaccharide trehalose adsorbs about 0.2S g. pure water, the 
surrounding solution becoming more conceiitraterl.^-” From the equilib- 
rium distribution of glucose between protein residue and ultrafiltrate, on 
the other hand, much lower values have been found for casein (0.01) and 
gelatin (0.05).^*^' This might, however, result from coTiibination of glucose 
with protein. It is often found that there is excess salt instead of excess 
water in protein crystals,^^^’^'^^ although there is eviilenee that the crystals, 
nevertheless, contain water of hydration.^^® 

The hydration of protein crystals is amenable to more exact study if 
there is reason to believe that all the water in a well-defined crystal takes 
part in the structure of the crystal. This is not necessarily sf). It is possi- 
ble for water to exist merely in cavities from which it can be removed and 
replaced by air without disrupting the crystal. In reetnit studies of jd-lac- 
toglobulin it has been shown, however, that the unit cell shrinks when the 
crystal is dried and that a proportional change in crysLal dimensions 
takes place. The change in volume is very nearly the same as that of 
the water lost on drying (0.84), and other evidence has beini given that the 
<lry crystals are compact and free fr(»m air. Comjjarison t)f the densities 
of the wet and dry crystals, measured by a flotation method with organic 
media, leads to a similar value for the hydration of ^-lactoglobulin.'^^ 
Application of Sdrensen’s method, however, gives 0.21)4, suggesting that 
the bound water is jnesciit in two forms, only one of which is available as a 
medium for the free diffusion of dissolved substances. 

Calculations of hydration from crystal densities were given earlier for 
a number of proteins by Adair and Adair,^^® using aqueous flotation media. 
Exchange of dissolved substances between ineilium and crystal water 
undoubtedly leads to changes of density, and it seems probable that the 
lower hydration values obtained in these ex])eriments are in part due to this 
source of error. Atlair and Adair stress this point in discussing the rela- 
tion between the degree of hydration of ])roteins in the crystalline aiul dis- 
solved forms. They point out that values found when the activity of 

G. S. Adair and M. E. Adair, Proc. Hoy. Sof., 12DB: 422, lO.'lB. 

E. Gleystfon and M. Harris, NaL. Bur. Standards J. Res., 26: 71, 1941. 

I). M. Greenberg and W. F. Cohn, J. Gen. Physiol., IB: 93, 1933. 

M. Sorensen and A. H, Palmer, Coinpi. rend. d. Irav. dulab. (^arlsbcrg, 21 : 283, 1938. 
a. D, Crawfont, Them. Rev., 2B : 215, 1941; b. I), l^rowfoot anil II. Riley, Nature, 
141: 621, 1938. 

^*^1. Fanknehen, J. Am. Them. Soc., 64: 2594, 1942. 

T. L. MeMeekin and R. C. Warner, J. Am. Chem. Soe., 64: 2393, 1942. 
rf., however, the view of F. Haurowitz (Ztsehr. f. phy.sird. Ghem., 136 : 147, 1924) that 
the water associated with hemoglobin erystals is to he regarded as water of imhihition, and 
not as water of crystallization. 
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water is low are likely to iiuTease at the higher aetivities existing in solutions; 
moreover, since inorganic ions can diffuse into the water of hydration of the 
crystal, the environment of the protein molecule in this condition corre- 
sponds closely to that in solution. The former thermodynamic argument 
should not be unduly stressed, siiiec the state of the protein molecules in the 
crystal can certainly not be defined in terms of the thermodynamic constants 
that are a])plicable in dilute solution. Crowfoot^^^ consiflers that only part 
of the crystal water is likely to remain in association with protein molecules 
tlispcrscd in acjueous solution. 

We have seen (subser. 2) how hydration can be calculated from dielec- 
tric ridaxation data if the molecular weight of the anhydrous particle be 
known. A few values calcidai ed in this way are given in Table VII, all hough 
they should be regard cfl as 1 eiitative. Some, if not all, of the water which is 
associated with the rotating jiarticle in this way exists presumably in an 
oriented close-packed state in regirnis of high j)[)lential gradient. Water 
thus oriented loses its high permanent moment and can be distinguish erl, 
in theory at least, from dielectrically free water by reason of its smaller 
contribution to the polarization. The total jndarization of a solution thus 
consists of at least three ailditive components, resulting from the free water 
(dielectric constant around 8f)), the oriented water (il.c. around 2), and the 
anhydrous solute. In principle it should be possible to calculate the 
hydration from the dielectric constant of the solution and of the dry solute 
at frerpieneies high enough to eliminate any contribution from the perma- 
nent moment ol* the sfdute molecules, provided a satisfactory relationship 
between pfdarization and dielectric constant is available. The classical 
L/lausius-Mosotti erjuation has been employed by Marinesco and others in 
such caleulations,^'^^ but there is reason to believe that for many polar solu- 
tions this shoulil be replaced by an empirical expression.’^® Marin esc [)’s 
results are thus doubly in error, for the difficult experimental methods are 
not beyond criticism. Nevertheless some of the results are included in 
Table VII dor comparison with those of other methods; the whole matter 
should be reinvestigated very completely. Unfortunately in most recent 
measurements the emphasis has been upon relaxation phenomena and the 
methods used^^® have not been well suited to measurement at high 
frequencies. 


a. Rpf. (70), pp. Allenipls to demonslral p IIip low dielectric constant of oriented 

water have not been very suceessful. In electrolyte snlutinns any sueh effect of hydration 
is masked by the Debye- Kalkeiihiigen effeet; b. IT. Kallmann and K. E. Dorsch, 
Ztsehr. f. physik. f'heni., 125: ilDS, 1.927, as a result nf direct measurement consider the 
dieleetrie canstanL of a water layer 5 A thick at a platinum surface to be greater than 40. 
t^ompare, however, e. W. (1. Raliner, Prm*. Roy. Soc., IDB: 55, 1024; d. B. Derjaguin, Tr. 
Faraday Soe., 36; 20;i, U)4D. 

N. MarinesfC), Kolloid-Ztschr., 6B: 2H.'5, 1.932. 

a. J. Wyman, J. Am. Cheni. Soc., 66: .'i.Sli, 1.934; b. jhid., 6B : 1482, 1036; c. [^hem. 
Rev., 19: 213, 1935. 

J.L. Oncley, J. Am. ( hem. Soe., 60: 1115, 1938; J. Phys. Phem., 44: 1103, 1940. 
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Information obtained by other methods tenils to be scanty and uncer- 
tain. Numerous qualitative observations have been made on gelating 
systems which have suggested that the phenomenon is closely associated 


Table VII. — Some Results of Measurement of Hydration by Several Methods 



Egg 

albumin 

Hemoglo- 
bin (horse) 

/9- 

laeto- 

glob- 

uliu 

Gela- 

tin 

Met- 
hem D- 
globin 

(Choles- 

terol 

Leci- 

thin 

Cots- 

wold 

wool 

Freezing curves 

Weight of ice . . . 

Heat absorbed . . 

Volume change. 

Vapor pressure isotherm 
Nonsolvent water 

Analysis of crystals 

and liquor 

Vapor pressure depres- 
sion 

Freezing-point depres- 
sioii 

D.2fi« 

0 243'* 

1) 30G>> 

0 247-^ 

0 S"** 

2 0^ 

1-5*^ 

0.5'* 

0 05”^ 

2 3'‘ 

1 '2° 




0 32" 

Crystal density 

X-rays: shrinkage of unit 
cell 

0 21-0.32'' 

(I 

D.Tat" 

n.7t‘^ 

0 Rt'’ 

0 35'- 


0 73 

1) 85t«^ 




Dielectric dispersion 

0 





High frequency dielectric 

constant 

Electrostrirfion of solvent 
Water content of crystals. 

1 S'* 


O.OP* 

1).08P 

2.7'* 

l).23'' 

1.9'' 




0.83/ 






The methods are identified more exactly in text. 

* Air-dried specimens. Values probably too low. 

t Water activity too low for combination with anhydrous cnbaltous chloride. 


“ T. Moran, (102b) 

** Adair and Adair, (119) 

^ Oncley, (130b) 

** Marinesen, (128) 

" ('rowfoot, (123b) 
f McMeekin and Warner, (125) 
0 Crowfoot, (123a) 

^ Mennie, (112) 

Thoenes, (1 05) 

* Jones and Gortner, (109) 


^ llatschek, (115d) 

^ Greenberg anti Cohn, (121) 

" Grollman, (117a) 

® Newton and Gortner, (115a) 
p T. Svedberg, J. Arn. Chem. Soc., 4B: 2H73, 
1924. 

ff J. I). Bernal, I. Fankuchen, and M. Berutz, 
Nature, 141 : 523, 1938. 

J. B. Speakman, Tr. Faraday Soc., 26; 92, 
1929. 


with water binding, but it has been shuwn that neither dielectric con- 
stant, nor vapor pre.ssure^^^ changes measurably during the process, 
while anomalies in viscosity and diffusion constant are probably ilue to 

P. Girard and N. Marinesc-o, C. r. Soc*. Biol., 1D2: 302, 1929. 

a. S. S. Kisller, J. Phys. Chem., 36: 815, 1931; b. cf. H. Kallmann and W. Kreidl, 
Ztschr. f. physik. Chem., 159A: 322, 1932. 
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molecular asymmetry and the tendency to net and chain formation rather 
than to hydration. Neglect of these factors sometimes leads to remarkable 
conclusions; Hammarsten, for example, has stated that all the water in a 
0.5% solution of soilium thymonucleate is bound. Similarly are such 
phenomena as the absence of Brownian movement in certain Bentonite 
suspensions and the high sedimentation volume of talcum powder^®^ prob- 
ably due to electrical repulsion between particles'^® and not to solvation. 
X-ray analysis has to some extent revealed the position of water in fibers 
and protein 137,138 water binding by formation of hyilrogen 

bonds has been suggested from a study of infra-red spectra.'^® These 
methods do not at present give quantitative data, but in the case of gelatin 
it appears that they are at least consistent with a hydration of about 0.35. 

It will be seen from a perusal of the data in Table VII, which is 
very far from exhaustive, that despite the diversity of criteria for bound 
water, a fair degree of consistency among the values found warrants the 
conclusion that hydration is by no means a negligible phenomenon. For 
several proteins, a probable value is 0.2-0. 5, although there are certainly 
plenty of discrepancies calling for resolution. If, as has often been sug- 
gested, the water of hydration exists in two fractions, each with its own 
properties, it would be surprising to find complete agreement among the 
data. This is a dangerous, if plausible, statement, and the extreme skepti- 
cism of some reviewers is perhaps due to a feeling that such a flexible idea 
can be too readily used as a mask for experimental error. 

4. Experimental Results Relating to Size and Shape of Large 
Molecules in Solution. — We can differentiate two kinds of dissolved 
macromolecules: linear polymers and globular molecules. The former are 
flexible thread-like particles, ideally unbranched, but often complicated 
by some degree of branching. The globular molecules are essentially rigid; 
they may be tightly coiled threarls (the tight or the spongy s])herical clews 
of Signer), very highly branched linear polymers with interacting segments 
which produce rigidity, or strictly three-dimensional covalent lattice struc- 
tures of varying degrees of regularity. These last tend, however, to be 
self-perpetuating and to give rise to insoluble masses, homodesmic in the 
sense of chapter 6, such as the resins. They need not be considered here. 

The two classes naturally overlap. Some elongated molecules are not 
simple threads, with a single polymeric backbone, but Ifave a more elaborate 

a. E. Hammarsten, Riochem. Ztschr., 144: 383, 1324; b. cf. E. Hatschek, The 
Viscosity of Liquids: Van Nostrand, New York, 1928. 

^“^E. Hatschek, Tr. Faraday Sot., 25: B92, 1930. 

I. Langmuir, J. Chem. Phys., 6: 873, 1938. 

X38 T. Astliury and H. J. Woods, Phil. Tr. Roy. Soc., 232A: 333, 1933. 

K. Hermann, 0. flcrngross, and W. Ahitz, Ztschr. f. physik. Them., ID: 371, 1939. 

J. R. Katz, and J. C. Derksen, Ret*, trav. 61 : 513, 1932; cf. K. Hess and J. Oundermann, 
Ztschr. f. physik. Fhein., 34B : 151, 1936. 

a. J. W. Ellis and J. 1). Bath, J. riK-m. Phys., 5: 723, 1938; b. O. L. Hponsler, J. D. 
Bath, and J. W. Ellis, J. Phys. C-hem., 44: 99B, 1949. 
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internal structure which lends rigidity and causes the particle to behave 
more like a stiff rod than a thread. This provides an important practical 
distinction, for rigid molecules are much more susceptible to exact descrip- 
tion than flexible ones. We must mention also the important accidental 
circumstance that while, for reasons that are not in the least understood, 
many naturally occurring molecides can be obtained in the virtually mono- 
disperse condition, some degree of polydispersity of size and shape is alniost 
universal in sidutions of synthetic or natural “linear” polymers. On the 
other hand, the latter have the advantage that they are formed from rela- 
tively simple repeating units, so that average molecular weights and average 
degrees of branching can frequently be determined by chemical estimation 
of free terminal grou})s. In the case of the globular proteins, which may 
be regarded as heteropolymers, although some eviileiice as to minimum 
molecular weights can be obtained from chemical analyses, the physical 
data are at first sight completely at variance with the chemical, and have 
to be considereil on their own merits. 

Because of the comparative simplicity of the physical data, let us con- 
sider first the globular proteins. To a first approximation, all physical 
methoils, properly applii'd, support the view that most soluble proteins, 
with the notable exceptions of myosin, fibrinogen, tobacco mosaic virus, 
and perhaps gidatiii, behave in solution as more or less hydrated rods or 
spheres of definite molecular weight. Numerous molecular weight measure- 
ments have served to establish the range of molecular sizes encountererl, 
and to demonstrate a somewhat remarkable uniformity in the values fouinl 
for particular proteins from a given source. Beyond this, and a further 
tendency for the molecular weights of chemically similar proteins to fall 
sometimes within the same range of values, there is really very little regu- 
larity to be discerned, especially in relation to the extraordinarily wide range 
of biological function covered by these substances. Proteins with widely 
different functions may fall within the same molecular weight range; others 
with apparently identical function and apparently close chemical similarity, 
such as the antibody globulins or the respiratory pigments from different 
species, cover a considerable range of molecular weights. Association or 
attachment to indifferent carriers might be suggested to account for this, 
and indeed there is the remarkable reversible splitting of proteins in presence 
of urea, clupeiii, and certain amino-acids'^'^ to favor the hypothesis, as well 
as the alleged grouping of molecular weights in multiples of a basic unit of 
17,000,'''“'^^' which has, however, been disputed.'*'^ But there is no direct 
evidence. 

The shape of protein molecules has been discussed on the basis of all the 
methods outlined in subsection 2, but withr)ut proper allowance, until 

a. Rt“f. pp. 4l)t{ ft’., b. N. F. Rurk, J. RidI. Fheui., 12D: 03, 1937; c. -I. Steinhardt, 
ibitl., 123; 543, 1,938. 

T. Svedberg', Natui'f, 123: 871, 1929. 

K.g-. H. Neiirath, Fob! Spring Harbor Syiiip., B : 80, 1940. 
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recently, for the hydration factor. Thus somewhat extreme points of view 
have been taken. Workers of the Svedberg school anil others, as a rule, gave 
the conventional frictional ratios, ///o or the intrinsic volumetric viseosities 
based on the partial specific volume* of the anhydrous solute, from which 
they deduced axial ratios. Adair and Adair contended that in several 
cases, at least, the apparent asymmetry vanished if hydration was taken 
into account. A review by Oncley of the most trustworthy available flata 
suggests a less extreme point of view.”^*^'^^ For each protein and each 
experimental method Oncley plots hydration against axial ratio, in such a 
way that any pair of values of these variables falling on the curve represents 
a possible interpretation of the data for the metliod in cpiestion. For a 
given protein, the curves obtained for all methods often tejid to interseel: 
in a certain region; the values of hydration and axial ratio in tin’s region are 
those that agree with most, but not necessarily all, of the experimental 
data, and may therefore be ail opted tentatively. Some of these, taken from 
Oncley’s diagrams, are given in Table VITI together with the experimental 
values upon which they are based, and, for comparison with selected values 
of hydration determined independently (cf. Table VH). The results have 
been weighted in favor of the X-ray data, since any value of the axial ratio 
must conform to the dimensions of the unit cell.^-® For this reason insulin, 
alone among the proteins considered, is best regarded as a disc. 

As a convenient bridge to a discussion of linear molecules, we may refer 
to certain classes of polysaccharides, the structure of which i*an be inferrerl 
independently from chemical data:^^^ these form a series starling from 
glycogen, with an elaborately bratiched structure and short average chain- 
length, passing through the progressively less branched ainyl()j)ectiii and 
amyloaniylose, the two principal constituents of starch, to cellulose and its 
derivatives, which arc essentially linear. The polymeric unit is in each case 
the pyranose ring. The transition is markeil by a progressive in [Tease in 
intrinsic viscosity,^ by an increase in frictional ratio, ainl by the api)ear- 
ance, in cellulose, of streaming birefringence. Other effects become evident, 
notably a j)roiiounced tendency of the sedimentation constant to fall off 
with increasing concentration, and for the osmotic coefficient to rise. These 
effects, which may occur at such low concentrations as to interfere seriously 
with the extrai3olation to zero concentration, upon which reliable molecular 
weight values must be based, are highly characteristic of threail-like mrde- 
cules. Even when the extrapolation is performed, s may be inactically 
independent of molecular weight^^"^ on account of the increase of frictional 
constant with chain length; thus molecular weight delerTninations become 


C. S. Adair, Proc. Roy. Soc., ITOA: 57, 1930. 

See also a. J. W. Mehl, J. L. Oncley, and R. Simha, Science, 92: 1.32, 1940; b. II 
Neurath, G. R. Cooper, and J. 0. Erickson, J. Biol, rheiii., 13B : 411, 1911. 

C]f. K. Freudenberg, Ann. Rev. Bioehem., 8: 81, 1.939. 

1'*“ H. Staudingcr and E. Ilusemann, Ann. Chem., 630: 1, 1.937. 

R. Signer, in ref. (64), pp. 431^42. 
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difficult, and are further complicated by the polydispersity of nearly all 
linear polymers, which causes the sedimentation boundary to become very 
diffuse. Methods have been developed for calculating weight distribution 
curves from the boundary diagrams. 


Table VIII. — Some Well-established Physical Data on Pertain Proteins 
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*11. A. Abram.s[»n, M. II. Gorin, and L. S. Moyer, Phem. Rev., 24: 345, 


A similar situation exists coiiceriiiiig shape factors, for linear molecules 
can exist in an enormous number of configurations, and attempts to repre- 
sent them in terms of rigid ellipsoids are highly artificial; the results can 
only represent, in very crude terms, an average configuration. This is 
clearly shown in the data of Kraemer,^^* who compares axial ratios obtained 
in the conventional way from viscosity and sedimentation data with th[)SB 
corresponding to the fully extended chain; some representative figures are 
given in Table IX. Probably the proteins included in the table are less 


E. 0. Kraetner, in ref. (64), pp. 325-353. 

E. 0. Kraempr and J. R. Nii hids, in ref. (04), p. 41 B. 
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flexible than true linear polymers and therefore more accurately described 
as ellipsoids. 

To some extent these thread molecules seem to function in independent 
segments, each with its own Brownian movement, behaving in some respects 
as separate molecules of low molecular weight, in others as a,macromolecule; 
the anomalies of osmotic and vapor pressure arise in part from the former 
effect, while the viscosities of polyesters in the molten condition^^^ and in 
fairly concentrated solution require for their interpretation the com- 
bination of a term involving flow in segments with one expressing the con- 
dition that the random motion of segments shall be co-ordinated in order to 
result in movement of the whole molecule in the direction of flow. The 
latter con ditioii would not apply in absence of translational motion. Dielec- 
tric dispersion data shoidd give information as to the modes of inde- 
peiiflent oscillation or stretching of polar chain segments but would not be 
expected to indicate, in absence of special theoretical trcaLmcnt, the size or 
shape of the macromtdecidc. We have referred elsewhere to such a theo- 
retical treatment of this qiiesti[)ii; it is worth while to mention some 
results obtained in the experimental study of simple linear molecules 
in solution which might be expected to show clearly the effect of oscilla- 
tion of segments, unconiplicaled by polydispersity. A lot depends upon 
the position of the polar groups; aliphatic alcohols, with a single polar 
group, behave as if only a small segment, perhaps an OH group, were free 
to oscillate, while linear molecules with terminal zwitterions, such as the 
simple peptides and betaines, seem to behave far m[)re like rigid molecules 
for which reasonable shape constants can be calculated. Thus the axial 
ratios for the glycine peptiiles appear to be proportional to the square root 
of the number of residues. This behavior appears to hold for peptides 
up to alanyl leiicyl glycine^^'^ and for heptadecyl betaine, which is reported^^*^ 
to act like a sphere of diameter equal to the length of the fully extended 
chain. The reason for this is ii[)t at all clear. On the other hand, when 
there are distributed zwitterions or polar groups at intervals along the chain, 
we find independent oscillation of segments, as the data on poly-w-hydroxy- 
dccanoic acids^^® show. Actual distribution curves have not been obtained 
for any of these substances. For larger molecules such as the vinyl polymers 
an “average” relaxation time, given by the frequency for maximum loss 
factor (e''), has been found proportional to molecular weight, in coii- 

a. R. E. Powell and II. Eyring, ref. (S5), p. 183; b. K. H. Meyer and R. Luehdemaiin, 
Ilelvet. eheui. acta, IB : 3IJ7, 1.^35. 

* 1*. J. Elory, J. Am. Ehein. Sdc., 52: 3036, 1940. 

p. J. Elory, J. Phys. Chem.. 45; 870, 1942. 

16 J Kauziiiann and II. Eyring, J. Am. ('hem. Soc., 52: 3113, 194D. 

164 Yf. P. Conner and V. P. Smytft, J. Am. Chem. Soc., 54: 1870, 1942. 

I. Hausser, Sitzungsber. Heidelberger Akad. Wiss., Math.-naturwias. Klasse, Nr. fi 

1935. 

a. J. Wyman, J. Am. Chem. Soc., 50: 328, 1938; b. W. B. Bridgman, ih'd.; 530. 

a. R. M. Euoss, J. Am. Chem. Soc., 63 ; 2401, 1941; b. D. -J, Mead and R, M. Fuoss, 
{hid.: 2832. 
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formity with the theory of Kirkwood ami Fiioss.^®* In none of these cases 
are exact calculations of segment Icnigtlis possible without a more precise 
knowledge of the relationship between macroscopic and “molecular” vis- 
cosity; the irrelevance of the former in calculations involving rotational 
motion has been shown quite clearly,’®* and is particularly obvious when 
the molecules of solid substances are able to rotate freely. Comparisons 
of the free energies of activation for viscous flow and for rotation’®* likewise 
suggest that rotation is often much easier than translation. 

5. Number and Distribution of Charged Croups in Proteins and 
Their Relation to Chemical Conslitutioii. —“Neither the ili versify nor 
the general properties of the proteins can be adequately explained by 
differences in the size or shape of their molecules.”'®^ Knowleilge of size 
and shape can only provide the framework for a chemical 1t>pogra]diy of 
which the elements are already in existence, and as this grows in detail we 
may hope to observe the gradual convergence of our knowledge of chemical 
and biological specificities. 

Underlying the rather definite size and sha])e of fractionated protein 
molecules, there must be an ordered arrangernent of polymeric units; the 
nature of the units and the elementary plan of i)i)lymerization are, in fact, 
fairly well known, but the resulting model of the prtjtcin molecule is so 
much at variance with its properties that there must be a secondary struc- 
tural principle, the nature of which is still not uiidersto[)d. There is 
wide agreement that the important polymeric unit is the peptide linkage, 
R 
1 

“ ^ H — — Nil — , and that the immensely varietl properties of the 
proteins depend largely upon the nature of the side-chains, the cln‘mi- 

cal eviilence shows that if this strucliire is substan tially correct, the side- 
chains cannot be iilentical throughout the peptide chain, since a-amino- 
acids in considerable variety arc obtained by the hyilrolysis of proteins. 
In no single case has the entire protein mtdecule been accounted for in this 
way, but this is not surprising, since accor<ling to Vickery^®* adequate 
quantitative methods exist only for nine amino-acirls, and somewhat less 
satisfactory ones f[)r six others out of the twenty-five “c'lici ruing which 
there is no doubt whatever,” while there are yet others which may be 
present. Table X summarizes data for several proteins selected “from 


a. R. M. Fuoss andJ. G. Kirkwood, J. Am. Chein, Soc., 63 : .SB.7, 1 .‘)41 ; b. J. G. Kirkwood 
and R. M. Fuoas, J. Chein. Phys., 9: 32,9, 1.941. 

J. L. Oncley and J. W. Williams, Phys. Rev., 43: 431, 19.33. 

a. C. P. Smyth, Cheni. Rev., 19: 329, 1,936; b. S. O. Morgan and W. A. Yager, Ind. 
Fing. Chem., 32: 1519, 1949; c. A. Mueller, Proc. Roy. Sor., 16BA: 403, 1937. 

J. Cohn, Chem. Rev., 24: 293, 1939, (p. 223J. 

E.g., a. II. B. Viekery and T. B. Osborne, Physiol. Rev., B: 393, 1928; b. M. Bergmann, 
f^hem. Rev., 22: 423, 1938; e. M. Bergmann and J. S. Fruton, Compt. rend. d. trav. du lab. 
Carlsberg, 22 : 62, 1938; d. The Chemistry of the Amino Aeids and Proteins, edited by C. L. A. 
Schmidt: C. C. Thomas, Springfield, llHnois, 1938. 

H. B. Vickery, Ann, New York. Acad. Sc., 41 : 87, 1941. 
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studies that show evidence of unusual care and attention to controls. 

It will be seen that at best the figures account for only about 6D% of the 
protein molecule; in the case of insulin, only for 12%. More complete 
analyses exist for these an J numerous other proteins, but are not considereri 
reliable enough for use in tlie calculation of molecular weights. The 
minimal molecular weight given in the table is that implied by expressing 
all the molar concentrations as integers, taking the smallest values con- 
sistent with the experimental figures and their probable error. The N 
values in the table have been obtained more or less in this way. The agree- 
ment with physical values of M is as satisfactory as could be expected. 

Mere increase of inolecidar weight does not, it is clear, give rise to any 
such continuous change of j)ropertics as is encountered with “simple” 
j)olyniers; the multiplicity f)f side-chains attached to the backbone, hf)W- 
ever, suggests an explanation, for it is obvious that the relative numbers 
and the sequence of the individual amino-acid residues can be almost 
inlinitely varied. Attempts have been made to show that actually neither 
number nor sequence is entirely arbitrary, and it is scarcely conceivable that 
this should be so. In the relatively simple case of the protamine, clupein, 
formulae have been given involving an imperfectly repeating unit, and 
more recently Bergmann has claimed that “the molecules of various proteins 
fall into classes containing a definite number of amino-acid units ...” 
which “ . . . may be arranged in such a way that each individual residue 
repeats itself throughout the protein molecule . . . with a regularly 
recurring frequency. It would appear from the published criticisms 
of this hypothesis and of the exy)erimental data underlying it^*^^ that such a 
rigid j)eriodicity has not been demonstrateil; certainly, the residue numbers 
given in Table X for egg albumin do not agree very closely with the values 
(2"*^ X claimed by Bergmann. The structural principles involved arc 
probably more comi)lex and are unlikely to be amenable to such simple 
arithmetical expression. 

Up to a point, the ])roperties of the proteins are those of the structure 
described abt)ve. This is particularly true of their amphoteric nature. 
The side-chains behave chemically as if they were free; riaUirally, in absence 
of complete analyses, this cannot be considered rigorously established, but 
as a rule the acid and base combining power suggests the presence of more 
rather than of fewer reactive groups than those found analytically. A com- 
plete quantitative correlation is hampered also by our imperfect knowledge 

a. K. Linilcr.str0m-Lang, Tr. Faraday So<-., 31: 324, 193.5; b. K. Wald.'3r;hmidt-Leitz 
and E. Kofranyi, Ztschr. f. physinl. r’hem., 236: 18, 19.35. 

E.g., a. A. Neubprger, rrni'. Koy. Sue., 127B ; 25, 1.939; b. II. TJ. Hull in Advances in 
Enzyinology, edited by 1^'. F. Nord and II. Werkiiian: Intersrieiiee Fub., Ine., New York, 
Vnl. 1, 1.941, pp. 1-42; e. R. 1). Hotidikiss, J. Hinl. Uheni., 131: 3H7, 1939; d. I'hibnall’.s 
Rakerian Lecture (/V. V. f’hibnall, Froe. Roy. Soe., 131B : 136, 1.942): ‘*‘1 think that ihose 
interested in proteins would be wise to regard the Herginann-Nieinanu hypothesis as still 
tentative . . . for much of the evideriee hitherUf brought forward to .support it has been based 
on inadequate experimental data and has demonstrated nothing more than the hypnotic power 
of numerology.” 
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of’ the change in electrochemical properties of amino-acids resulting from 
their incorporation in the peptide chain/®® and by the combination of other 
ions than those of water during titration/®^ nevertheless, some progress, 
reviewed elsewhere in this volume, has been made in the analysis of titration 
curves in terms of the amino-acid residues responsible for them. The 
instructive work of Simms^““ was of preliminary value; the data on egg 
albumin more recently analyzed by Caiman^®* illustrate the present situa- 
tion, with its rather more refined electrostatic theory and its leaven of 
empiricism. In this instance the analytical figures give too few aciil groups 
to account for the titration curves, but in other respects the agreement is 
good, perhaps surprisingly so, when it is remembered that only 4B% of the 
molecule is accouiitcil for analytically. 

It would follow qualitatively that if the net charge varies with pH as the 
result of ionization, the mobility in an electric field must vary also; this is, 
indeed, the case, and fairly close proportionality between titration and 
mobility data has been found. Calculation of net charge from mobilities 
is, however, difficult; several factors have to be taken into account, such 
as the electrostatic screening effect of the Debye-IIueckel ion atmosphere, 
its effect on the viscous flow of solvent, the influence of particle asymmetry 
and iionuniform distribution of charge, and the possible binding of specific 
ions. Preliminary wt)rk has been done, taking the above-mentioned jiro- 
portionality for granted, in the calculation of shape factors, with results 
that agree fairly well withthoseof oLhermethods (Table VIIl). The present 
importance of electrophoresis, however, lies more in its use as a very sensi- 
tive indicator of small differences in the charged condition of proteins anil 
in the analysis of polydisperse systems, such as plasma, than as a source 
of absolute values of the net charge. 

The Gibbs-Donnan distribution law also provides methods for measure- 
ment of valence, either by the analysis of osmotic pressures or by measure- 
ment of membrane potentials; the latter, in particular, has been advocateil 
with considerable success by Adair and Adair. 

Although the effective charge on a protein molecule varies roughly in the 
manner shown by the titration curve, becoming zero at the isoelectric point, the 


K.g., a. A. Neubfrger, Itioi-hcm. J. 30: 20S,5, 19SR; h. J. P. (ir pen stein, J. Biol, riiein., 
93: 47.9, 1D31; c. i7nr/., 95: 19.32; d. ibitL, 95: 4.9.9, 1.932; c. J. P. fireenslein, and P. W- 

Klenipprer, I'fn'r/., 12B: 245, 1939; f. J. P. Clrcpn.stpin, P. W. Klemperer, and J. Wyman, ibid., 
129: 681, 1939; g. M. Zief and J. T. Kdsall, J. Ain. t^hem. Soe., 69: 2245, 1037; h. E. J. (7jlin, 
Told Spring Harbor Symp., B: 8, 1938. 

E. g., a. J. Steinliardt, C. H. Pugitl, and M. Harris, Nat. Bur. Standards, J. Res., 25: 
293, 1941; b. J. Steinhardt, Ann. New York Acad. Se. 41: 287, 1941. 

lo^a. H. S. Simms, ,1. Am. rbeiii. Soe., 48: 123.9, 1926; b. J. Gen. Physiol., 11: 629, 1.928. 

R. K. rannaii, A. Kibriek, and A. H. Palmer, Ann. New Y7>rk Acad. Se., 41 : 243, 1941 . 
'^^a. 11. A. Abramson, J. (len. Physiol., 16: 575, 1932; b. 11. A. Vbramson, M. 11. Gorin, 
ami L. S. Moyer, Ghem. Rev., 24: 315, 1939; e. L. li. Longsworlli, Ann. New York Acad 
Sc. 41: 267, 1941. 

H. A. Abramson, M. 11. Gorin, and L. S. Moyer, Gliem. Rev., 24: 345, 1939. 

E.g., E. J. C ohn, ( hem. Rev., 28 : 395. 1.941. 

a. G. S. Adair and M. E. Adair, Tr. Faraday Soe., 31 : 130, 1935; b. ibid., 35: 23, 1949. 
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dissoriatioii ponstants of the various groups present overlap in such a way that 
the total number of charged groups is not zero at this point; the number of 
electrically balanced charged groups is maximal, while the total number of 
charged groups, balanced and not balanced, is maximal at some pH not neces- 
sarily identical with the isoelectric point. The maximum in the number of 
dipoles present at the isoelectric point docs not moan, however, that the dipole 
moment is likewise maximal, since this quantity deepen els upon the distribution 
of charge; a molecule with very symmetrical eiiarge distribution might have a 
very small permanent moment at any given pll, hut in general one would 
expect the symmetry to vary with pH, so that a point of zero moment might be 
either unique or iionexistBiit for a partieidar protein. There are very few st udies 
of the variation of dipole moment with though such information might be 
useful in plotting the distribution of polar groups on the protein surfacc;^’*^ 
the moments of a number of isoelectric proteins are well known, however. 

In the case of noiispherical molecniles, assuming the zwitterion origin of the 
moment to be established, relaxation studies shoidd provide a further char- 
acterization of the moment at various pll values in terms of the angle between 
the electric and the geometric axes. The moments recorded vary from 21 0.1 
e.s.u. for egg albumin to 1 0“^* for horse serum pseudoglobulin, the angle 
between the major axis of the ellipsoid and the dipole moment vector 
being estimated in the latter case as 45°. The moment of egg albumin is that 
expected from a singly charged dipolar ioji with a dipole separation equal to the 
diameter of the molecule since the molecule contains around 24 pairs of 
charges, this value represents a highly symmetrical distribution. 

These facts are in accord with the simple polypeptide structure of pro- 
teins, aecorrling to which tlie aniiiio-acids arc arranged in a line, with charged 
groui).s attached to side-chains at various points along the line* and distrib- 
uted suflicicntly at rarulom to give a very small resultant electric moment. 
This i)icture is, however, at variance witli the dielectric dispersion, sedimen- 
tation, and viscosity data, which show that the molecules behave as more 
or less rigid spheres or rods; moreover, the preponderance of nonpolar groups 
ill the polytieptide model is such that proteins would be practically insoluble 
in water if they had such a structure. The con elusion forces itself that the 
chain is folded, and foldeil in such a manner that the aciil and base combin- 
ing groups are either free or very weakly bound, while the non])olar groups 
are to some extent enclosed. The reversibility of titration curves — within 
certain limits — ^proves that even if there is a certain amount of side-chain 
interaction it must be supplemented by some other type of binding, since 
there is no evidence that the molecules assume an extended configuration 
at acid or alkaline reactions. 

Degradation of the extremely sensitive jirotciii structure without change 
of molecular weight can be caused by many means. There is good reason 

Uf. a. W. J. Shutt, Tr. Faraday Sar., 30: 8.93, 1034; h. P. Ciraril and N. Marinesco, 
Uompt. rend. Soc. de Biol., 102: 72fi, 1929; v. 11. Frirke and E. Jacobsmi, J. Pliys. f^hem., 
43: 781, 1939; d. J. B. Bateman and Perdier, unpublished trieasuremeiils by Oneley’s 
method in E. J. L'ohn’s laboratory. 

Recent literature in J. L. Oncley, J. D. Ferry, and J. Shaek, Ann. New York Acad. Sc., 
40: 371, 194D. 
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for thirikiiig of the processes involved as the iniroduction of tiisorder into an 
f)riginally very regular structure, i.o use Langmuir’s plirase, and since there 
is an almost infinil e number of ])ossible configurations of a ])oly])eptide chain 
foUieil or conlorted at random, it is not surprising to find comj)aratively 
little agreement as to the precise nature of the product obtained by the 
action of the various denaturing agencies. Jt is certain that the product 
has usually lost the most highly specific of its original properties, sometimes 
irreversibly, as in the case of antibodies, sometimes reversibly, as with 
several proteins, including certain enzymes and antigens. It is certain 
also that the product is often more viscous^^^ and therefore less symmetrical, 
and less soluble^’® than the native material; that it contains free side-chain 
groups — tyrosine hydroxyl, sulfhydryl, disulfide — that were not originally 
detectable. On the other hand, it is a matter of dispute whether the 
titration curves and the electrostrietion of water^^^ are different for native 
and ‘"denatured” proteins; it seems probable that such changes in the 
former as occur are due to changes in the titration constants and not in the 
number of available groups. 

The facts have not proved sufficiently definite or unequivocal to favor 
any clear j)icture of the structure of the native protein. The one C[)herent 
hypothesis^^^ postulates covalent polymerization in two dimensions, made 

a. J. R. Marrack, The Chemistry of Antigens anil Antiborlips: Mediral Rcsearrh 
Couni'il, London, 1038; b. J. F. Danielli, M. Danielli, and J, R. Marrack, Brit. J. Exper. 
rath., 19: 393, 1938. 

M. L. Anson and A. E. Mirsky, J. Gen. Physiol., 9: 1B9, 1.025; b. J. Phys. Fhern., 
35: 185, 1931; c. B. F. Miller, J. Fxp. Med., 6B: 925, 1933; d. R. M. Ilerriot, J. (ien. Physiol., 
21: 501, 1938; e. rf, 1. Langmuir, Gold Spring Harbor Syiiip., 6: 159, 1938. 

a. M. L. Anson and A. E. Mirsky, J. Gen. Physiol., 15: 3tl, 1932; b. II. B. Bull, 
J. Biol, rhcui., 133: 39, 1941). 

a. II. Chick and C J. Martin, J. Physiol. 40: 404, 1910; b. ibid., 43: 1, 1911-1912; c. 
ibid., 45: HI, 1912-13; d. ibid., 45: 2fil, 1912-13; c. S. P. L. S0rcnsen, L'ompt. rend. d. trav. 
du lab. Carlsbcrg, 15: 1, 1925; f. H. Wu, Chinese J. Physiol., 6: 321, 1931. 

a. A. F. Mirsky and M. L. Anson, J. Gen. Physiol., 18: 307, 1934-5; b. ibid., 19: 427, 
193B; r. ibid., 19 : 439, 1939; d. J. P. Greens! pin, J. Biol. Flieiii., 125 ; 501, 1938; e. ibid., 128 : 
233, 1939; f. ibid., 130: 519, 1939; g. K. M. Ilerriot, ref, (172); h. A. P). Mirsky, Cold Spring 
Harbor Syiiip., B : 157, 1938; i. J. T. P^dsall, J. P. Greenstein, and J. W. Mehl, J. Am. riieiii. 
Soc., 61: 1B13, 1.939; j. J. P. Greenstein and J. T. Edsall, J. Biol. Ghem. 133: 397, 1941; 
k. J. T. P^dsall and J. W. Mehl, ibid.: 409, 1940. 

a. W. J. Loughlin, Biochem. J., 27 : 97, 1933; b. C, Y. Chow and H. Wu, Chinese J. 
Physiol., 8: 145, 1934; e. H. Nagaoka, J. Biochem., 23: 101, 1935. 

^•*2 a. Wo. Pauli and R. Wei.ss, Biochem. Ztschr., 233 : 381, 1931; h. F. Haurowitz, Kolloid- 
Ztschr., 71: 198, 1935; c. cf. T. Moran, Proc. Roy. Soc., IIBB: 548, 1935; II. Neurath and 
H. B. Bull, J. Biol, (diem., 116: 519, 193B; e. E. Ileyrnann, Biochem. J., 30: 12fi, 193B. 

183 p^ g , J, P Bull, Gold Spring Harbor Symp., B: 140, 1938; b. cf. P'. Haurowitz, 
Kolloid-Ztschr., 74: 208, 193B. 

D. M. Wrinch, Nature, 137: 411, 193B; b. 138: 241, 193B; c. 138: fi51, 972, 1937. 
d. Proc. Roy. Soc., IBOA: 59, 1,937; e. IBIA : 505, 1937; f. Tr. P^iraday Soc.. 33 : 13B8, 1937; g. 
Phil. Mag., 26: 313. 1938; h. Nature, 143: 482, 1939; i. Science, 88: 148, 1938; j. J. Am. 
t^heiu. Soe., BO: 2095, 1938; k. D. M. Wrineh and J. Langmuir, ibid., 60: 2247, 1938; I. Lang- 
muir and I). M. Wrinch, Nature, 142: 581, 1.938. 
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possible by eiiolization of the ])eptide carbonyl group; the resulting “cyelor' 
network can be fohled into polyhedral cages. The hy])othesis a])poars to 
be too much at variance with experimental facts to find wide acceptance 
it is admirable as a piece of ingenious crystallography, but as a vehicle for 
the diversity of the proteins the cyclol cage seems remarkably inflexible. 
Whatever the stereochemical situation may be, it seems certain, from 
entropy and energy consideratif)ns, that many weak bonds are involved 
in the maintenance of a protein molecule in the native conrlition; a few of 
these may be covalent, such as disulfide or secoJidary peptide^^® linkages 
between side-chains, but most are of residual character and may be salt 
linkages or hydrogen bonds. The latter a])i)ear to be present in solid 
proteins;^®^ in presence of wafer they would tenil to become disrupted. 

A convoluted pejdide chain, held in a specific configuration by a number 
of such linkages, might still have a certain number of degrees of freedom 
without loss of specificity, but, if a sufficiently large number of bonds were 
broken, practically all specificity would be lost. If the unfolded chain be 
imagined restored to its original environment, one may conceive that in the 
course of time, as various random configurations are assumed during 
Brownian movement, certain of these will bring reactive grou])s into apposi- 
tion, and the ])ortion of the chain involved in this flmd-uation will become 
immobilized, the structure being subsequently stabilizeil by the operation 
of other residual forces. Continuation of this ])rocess will result in the 
formation of a globular molecule which may or may not have all the specific 
properties of the original native protein. If the reactive groups which were 
boruled in the original structure happen to be so dis])oserl along the p<dy- 
peptide chain that their positions correspond to j)ri)bable configurations of 
the chain in a particular cnvironmeiil, they will again react, anil the dena- 
turatiou will be completely reversible, or nearly so; if the reactive groups 
were originally linked in an unstable configuration urnliT the influence of a 
special environment, such as the field of an antigen during the synthesis of 
an antibody molecule, then the original linkage will correspond to such an 
unlikely fluctuation that deuaturation will result in permanent loss of 
specificity. It is, perhaps, in terms of some such model as this that wc 
must in future discuss the protein molecule, but the picture will become 
sharp only when more is known about the sequence [)f amino-acid residues 
in the primitive polymer, and its relation to the distribution of polar groups 
in the globular molecule. 


E.g., a. L. Pauling and Niemann, J, Am. (’hem. Sue., B1 : IHBD, iyS9; b. M. L 
Huggins, J. Am. Chem. Sue., B1 : 755, 10S9. 

a. A. E. Mir.sky and E. Pauling, Prni*. Nat. Acad. Se., 22: 439, lD3f>; b. I). Junlaii' 
Lloyd, Tr. Faraday Sue., 3B: 88B, 1949. 

a. A. M. Huswcll, J. R. Downing, and W. TI. Rudebush, J. Am. Phein. Sue., Bl : 3252, 
1930; b. A. M. Buswell, K. E. Krebs, and W. II. Rudebush, .1. Pliys. Phem., 44*. 112B, 1040; c, 
J. W. Ellis and J. Bath. J. Phem. Phys., B: 723. 1038. 

188 Pf. J. D. Bernal, Tr. Faraday Soe., 3B: 88B, 1940. 
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6. Molecular Interaction and Molecular Individuality. — The 

study i)f molecular ;■ .:rr:.,ii!i' in systems of several components encom- 
passes a great many phenomena which are not encountered, or are arbitrarily 
ignored, when interest is confined to solutions which have been artificially 
fractionated until they obey one or another of the physical criteria of homo- 
geneity. The associations which occur must involve all the types of inter- 
action enumerated in chapter B, and the products will vary from the one 
extreme of instability, represented by a slightly increased duration of 
kinetic encounters between the reactants, to the other extreme at which 
definite complexes of considerable persistence are formed. It may be 
anticipated that in the future many of these interactions will be defined 
physicocl emically. Although an important start has been made in thermo- 
dynamic and other studies of simple mixed systems, such efforts at semi- 
empirical definition of liehavior are not yet broad enough in scope to be 
usefully ap])lied to biological systems, except for purely descriptive purposes. 
In the meantime, the empirical study of various types of macromolecular 
aggregiilcs continues, but, in the absejice of any unifying concept, wc do 
not pro})ose to review these stuilies, significant as they arc, of the nature 
of specific jirecipitates,^^^ of the various naturally occurring complexes of 
])roteins and nucleic acids, or of the organ-specific ultramiscroscopic 
particles which can be obtained from broken-down cells. Instead, we 
shall refer to a more general (juestion, basing our remarks upon an excellent 
review by Ifirie.^^'^ 

Pirie, examining criteria of jmrily of large molecules, extends classical 
eoiiceptions to fit the peculiar circumstances attending the investigation of 
biochemical systems, including the limitations [)f present technical methods. 
His treatment almost compels a m[)re radical approach, in which the very 
idea of purity, considered apart from a particular functir)nal criterion, could 
be marie to appear illusory. The size of a giant molecule, in itself, suggests 
a localization of chemical reactivities, and, by extension, of biological speci- 
ficities, analogous tt) the independent kinetic behavior of chain segments or 
branches in a polymer molecule. Thus it can readily be imagined that 
activity, measurerl according to a given chemical, iininuiiiiliiL'.ie:d, or 

See. for example, numerous papers by E. J. ['ohn and rollaboral ors; reviews: E. .T. Cohn, 
Ann. Rev. Biochem., 4: D8, 1985; Chem. Rev., 19: 241, 193fi; The Harvey Lectures, 1938-3.9, 
p. 124; see also E. J. Cohn, T. L. McMeekin, J. D. Ferry, and M. H. Blanchard, J. Phys. Them., 
43: 16.9, 1939. 

E.g., J. R. Marraek, The Lhemislry of Anligeiis and Antibodies: H. M. Siatiiinery 
Office, London, 1939. 

i^^E.g., M. m. Sevag, I). B. Laekman, and J. Smolens, J. Biol. Chem., 124: 425, 1938; 
A. E. Mirsky and A. W. Pollister, Pror. Nal. Acad. Sc., 28: 344, 1942; cf. E. Hammarsten, 
Biochem. Ztschr., 144 : 383, 1924; E. Hammarsten and G. Hammarsten, Aeta med. Scandinav., 
68: 199, 1928. 

A. Claude, Proc. Sot-. Exper. Biol. & Med., 39 : 3D8, 1938; W. Henle and L. A. Chambers, 
Science, 92 : 313, 1940; E. A. Kahat and J. Furth, J. Exper. Med., 71 : 55, 1940; B. Sigurdsson^ 
iHd., 77:315, 194.3. 

19’ N. W. Pirie, Biol. Rev., IB: 377, 1940. 
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enzymatic process, may be equally associated with pariicles of iliffcreiit 
size^®^'^ or chemical CDiistitiitioii^^® and with particles which, seen in terms 
of some other mode of activity, may have little or nothiiig in coininon. 
Conversely, particles which prove to be indistinguishable by a given 
physical measurement may well be entirely different in biological sj)eci- 
ficity.^^'* From this point of view, the physical and chemical approach to the 
problems of specificity can prove misleading; such mctho[is of fractionation 
may be of doubtful value if they jIo not possess some degree of specificity 
closely related to that involved in the biological process which serves as the 
final index of uniformity. Fractionation basecl on the known properties 
of a prosthetic group, for example, might be effective in concentrating an 
enzyme, while separation of a ])olydisperse bacterial antigen into fractions 
homogeneous in respect to particle size might be useless except as a means 
of establishing the point now under discussion. Examples pointing in the 
same direction could be multiplied lo show tliat the most extreme s])ecificity 
may resitlc variously in the molecule as a whole, or in a limited region only, 
the nonspecific residue in the latter case being amenable to more or less 
radical alteration without interfering with the sj)ecificity. In the limiting 
case, the si)ecific group may be detachable and able to function in the 
absence of a carrier; the literature on viruses and enzymes abounds in 
examples of adsorption. On the other hand, the specific group, although 
detachable, may retain its reactivity only in conjunction with a carrier or 
some other molecule suitably situated; the functional unit might comprise, 
for example, a large kinetic unit, characterized by its se<limentation con- 
stant, acting in combination by residual forces with other molecules and 
with an atmosphere of solvent molecules. It could be argued that such a 
complex, to which a definite mean life couhl bi‘ assign erl as an index of 
stability, has as much right to be given molcculaV status as does any covalent 
comi)ound which has only a transient existence under given experimental con- 
ditions. Jtis clear, however, that such arguments substitute for the simplicity 
of the classical definition a highly ambiguous conception of the molecule, 
and it may be ilesirable to introduce a new term to flistinguish the variable 
functional unit from the molecules of chemistry and physics. Our present 
intention, however, is solely to indicate some of the difficulties which are 
encountered as soon as any attempt is made to correlate the properties of 
systems at different levels of organization. It is harilly to be expected that 
at this stage any useful generalization will become evident; there is too little 
detailed information at either level. 

^•■’^E.g., A. A. Miles and N. W. I’irie, Brit. J. Exper. Path., 20; 8S, 1939; J. Bourdilloii, 
J. lien. Physiol., 25 : 2B3, 1941; L. A. Chambers, W. Ilenle, M. A.Lauffer, and T. F. Anderson, 
J. Exper. Med.,^77 : 265, 1943. 

E.g., G. Agren and E. Hammarsten, J. Physiol., 90: 330, 1.937; E. Jorpes and S. Berg- 
strom, Biochem. J., 33: 47, 1939; V. DesreuxandR. M. Herriot, Nature, 144: 287, 1939; A. H. 
Eggerth, J. Immunol., 42: 199, 1941; ibid., 45: 3D3, 1942. 

1““ E.g., K. Landsteiner, L. G. Lnngsworth, and J. Van Der Scheer, Science, BB: 83, 1938, 
and numerous other examples. 
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CONDENSED SYSTEMS OF LARGE MOLE- 
CULES, WITH SPECIAL REFERENCE 
TO THE STRUCTURE OF FILERS 


1. Introduction on Crystal Forin and Habit Considered in Rela- 
tion to the A^^re^ation of MacromolecuJes. — Some of the macro- 
molecules identified by their behavior in the disperse state, and particularly 
the highly anisodiamctric particles represented by the synthetic linear 
polymers and by cellulose, are obtained in this condition by the breakdown 
of solids distinguished in the former case by their amorphous character, arul 
in the latter by the fibrous habit in which they occur in plants. It is not 
surprising that thread-like molecules should tend toward random distribu- 
tion, nor that under proper constraint they should readily take up a parallel 
orientation. The latter tendency is so markeil, however, as to be of 
inestimable significance in biology. Indeed it may be said that the fibril is 
by far the most widespread of all the structural forms of living mailer, and 
the most adaptable, providing on the one hand the basis for nearly all 
supporting structures, and a labile morphological foundation for nuclear 
processes on the other. It is this versatility of the fibril that Icntls such 
considerable interest to the study of its molecular organization. 

This question of molecular organization is fundamental. There are 
others, perhaps no less important, which have been scarcely touched upon. 
Given the structure of the primitive molecular crystallite or its analogue in 
the more random world [)f high polymers, we are still confrontetl with the 
gap between the crystal unit and the complex histological pattern formed 
by the repetilhni of the unit; a gap that can be closed only with an intimate 
knowledge of the chemical vectors defining the dynamics of growth. The 
problem thus overflows its boundaries, to cover at length the entire field 
of morphogenesis. 

Molecular organization in fibrils has its parallel in crystallography, in 
the relation between crystalline form and the stereometry of the molecular 
unit. The more general question of morphogenesis can, perhaps, be 
similarly regarded as a biological counterpart to the niineridogical problem 
of crystal habit, foi;the two have in common their need for a description of 
the environmental factors operating to give rise to aggregates in which the 
gross morphology is not in any obvious way related to the fine structure. 
The essential unity of all interm olecular and interatomic forces, our thesis 
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in chapter B, would appear to leave no room in biological organization, on 
the purely physical level, for forces qualitatively different from those 
involved in inert matter. It is perhaps worth while, therefore, to consirler 
briefly the application of some i -n 'i facts to aggregates of large 

molecules. 

We have in chapter B considered in rather general terms the condensa- 
tion of an assembly of atoms to a heterodesmic solid, and have, at least by 
implication, rcferrerl to the crystalline nature of the sollrl, ineaiiiiig, by tlie 
use of this term, the systematic repetition of units throughout the mass. 
However numerous the types of linkage in the system, we may imagine llial , 
left to itself, an ordered arrangement will be attained in which all linkages 
standing in a given space relationship to the repeating unit will recur in 
parallel equidistant planes; generally speaking, planes coniaining ordy 
weak bonds, with correspondingly great bond lengllis, will be planes of 
mechanical weakness in the crystal and will also tend, unrlcr uniform 
conditions of crystal growth, to be parallel to an important and frequently 
occurring crystal face. This rough-and-ready generalization einboflies the 
law of Bravais and its recent extension by DoiinayJ^’’ themselves rather 
strictly applicable to a number of ionic crystals. The minerals mica anil 
asbestos provide admirable illustrations.^^® In mica, tetrahedral grou])s, 
arc united in sheets, so that three of every four oxygen atoms 
participate in two Si04 groups; the linkages arc probably partly covalent in 
character. The residual polarity of the fourth oxygen atom is satisfied l)y 
formation of weak cross-linkages with metal ions; these bind the sheets 
together and are responsible for the lamellar habit and the very strong 
basal cleavage of the mineral. In asbestos the Si (>4 groups form chains, 
again partly covalent, which arc feebly connecteil laterally through metal 
ion links; in a single well-formed crystal the chains may be several inches in 
length and can be easily teased out in the form of long fibers. 

In molecular crystals with covalent molecules bound by ionic or residual 
forces, the mode of packing, and therefore the crystal form, may l)e so 
influenced by the position of polar groups that any obvious relationshij) 
between molecular asymmetry and crystal form may be lost. This is well 
and appropriately illustrated by the behavior of elongated molecules. Such 
molecules tend to arrange themselves with their long axes parallel; either 
they may form laminae, in which all the ends are coplanar, as in a bundle t)f 
toothpicks, or else alternate molecules may overlap. The first type is 
exemplified by the monobasic fatty acids, which form laminae of double 
molecules, joined by their carboxyl groups, with residual (TI3 to CH3 
linkages between the laminae. The crystals likewise are laminar, with 
marked basal cleavage. In the overlapping type of arrangement the strong 

J. D. H. Donnay and D. Hapker, Ampr. Min., 22: 44B, 1937. 

Cf, M. A. Peftcurk and D. A. Moddle, Min. Map., 2B: 10,5, 1941, and a forthcoming 
pappr on muaenvite mica, ihiH. 

rf. R. C. Evans, An Introduction to C-rystal ("heniistry: ('ambridge, 1939. 
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cleavagt^ is absent anil the erystals are elongated in the direction of the long 
molecular axes. The same thing happens when two polar groups are 
present, the molecules then forming chains and crystallizing in needles, as 
does anthraquinone. Wlieii there are several polar groups distributed along 
the chain the behavior is less predictable, and we have for the first time the 
j)ossibdity that several modes of parallel association may be almost equally 
probable; ihe resulting crystal will have a certain degree of randomness in 
the transverse Jirection, combined with strict parallel alignment of chain 
molecules. At this point we encounter the first departure from the con- 
ventional lattice structure. When a molecule with distributeil polar grouj)s 
becomes sufficiently difform to be regarded as a colloidal particle in the 
direction of tlie chain anil a crystalloid at right angles to it, we have still 
greater ])ossibilily of random behavior, for several segments of neighboring 
polymeric chains may take up a parallel orientation, while the remaining 
segments are free, by reason of the flexibility of the molecule, to unite with 
other chains or even to form closed rings. The number of possibilities is 
enormous and may range, according to the constitution of the chain, from 
ihe globular self-linked monomeric molecules of the soluble proteins to 
fibers with a very ])erfect alignment. In the latter case we can visualize 
“crystallizatioir’ as a coniinuation of the process of random parallel pack- 
ing. This may result in a fiber, longer than the lengths of the polymeric 
chains which compose it, consisting of chains in parallel orientation, over- 
la])ping at random in the longitudinal direction, and joined laterally, also 
more or less aL random, but with “‘cemented” regions containing on the 
average a certain number of segments and a certain number of interlinked 
chains.^'"* In this partly random structure we have, for the first time, and 
to a degree never encountered wlien the molecular packing was more 
rigorously governeil by the laws of spatial symmetry, a striking correlation 
between the form and ))roj)erties of the crystal and those of the molecular 
uniLs. The fiber owes its great longitudinal strength, however, not to the 
streiiglh of the covalent bonils in the polymeric chain, since all the con- 
stituent chains are johicd enil to end by residual forces only, but to the 
numerous points of lateral cohesion; these bonds must first be broken if the 
chains are to slide over one another, as they must do when the fiber is 
ruptured. 

This j)icture of the building of a fiber, in which we have anticipated some 
of the results to be given later, carries us back to the second question 
referred to aV)ove, namely, the regulation of crystal habit; for we can readily 
imagine the building of a fiber from elementary polymeric threads without 
understanding how its direction and relation to other structures can be 
regulated. In the growth of crystals, the ideal crystal displaying the 
relationships required by Donnay’s rule or some more comprehensive state- 

It is nut flfrioiisly suggt‘sted that the ai'tual process of fiber formation is as simple as this. 
For ['xainpln, iissoriation of rhaiiis and their continued growth by synthetii; reactions may 
orrur simultaneously. C7. L, K. R. Firken, Biol. Rev., funibridge, 15: 133, 1941), 
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ment can only be produced under very constant conditions. Small changes 
in the composition of the solution or of the melt may cause the appearance 
of new faces or the suppression of others, as in the unusual crystals of rock 
salt obtained in presence of glycine or formamicle,^^^ while traces of adsorb- 
able substances can sometimes inhibit altogether the continued growth of a 
crystal. The factors that can combine to protluce deviations from the 
normal crystal habit must be very numerous and often very specific; crystals 
and crystal aggregates may be needle-sha})ed, thread-like, arborescent, 
botryoidal, or even spherical, without having any of the properties implied 
by these forms. The influence is not invariably in the direction of decreased 
organization; an appropriately periodic nirdecular field may iiiiluce oriented 
crystallization, as in the well-known case of potassium iodide deposited upon 
a basal cleavage surface of mica.^^^ This phenomenon ap])cars to be the 
result of a fortuitous agreement between the lattice periorl in the two com- 
pounds concerned, and it must have its counterpart in some of the specific, 
interactions of biological comj)onents. W. J. Schmidt^^^ has pointed to the 
influence of collagen fibers in regulating the oriented deposition of the 
mineral components of bone. Thus it is not difficult to understand, in 
principle, how the growth of structural clcmeJits in a cell can be directed 
by the peculiarities of the prevailing local environment; we can imagine the 
primitive spherical interface, deformed by adsorption of some surface-active 
component, acting locally as nucleus for aggregation of fibrils. The new 
structures, in their turn becoming seats of metabolic activity, may exert 
reciprocal influences on the behavior of other j)arts of the surface by the pro- 
duction of diffusible substances, so that a further deformation of the inter- 
face, perhaps, will stretch the existing fibers and thus establish a pattern for 
the continued deposition of oriented material. This crude statement gives 
nothing more than a hint of the extent to which complex influences analog- 
ous to those responsible for the habit of minerals, but inestimably more 
subtle, may give rise to some of the structural features of living systems. 
There is in fact more than a hint of the operation of such influences in st)me 
of the processes of deveh)pnient, such as the formation of filo])odia anil 
flagcllse.^^^ ‘'It seems clear that the form of cell comjwnents may be decided 
by factors similar to those which fix the form of true crystals. ... In the 
last analysis the orientation of a fibril is equivalent to the orientation of a 
molecular structure, but it is clear that the orientation depends (also) on 
the morphological properties of the embryo considered as a whole. 


Cf. y. Kinnp, t'rystals and Eine-struplurt* uf Matter, Trans, by W. S. Sliles: Melbiien, 
London, 1924. p. 127. 

2 UZ f) Lehmann, Fluessipe Krystalle, Kngelmann, Lpipzig, 1904. 

2""* W. J. Sehmidt, Die Bausleiiie des Tierkoerpers in polarisieriem Lii-hle: Cohen, Bonn^ 
1924, pp. 29G tf. 

a. L. E. R. Pieken, Biol. Rev., Cambridge, 16 ; 133, 1940; b. P. H. Waddingtnn, Organ- 
isers and llcnes: I'ambridgc, 1949; r. J. Needham, Perspertives in Biochpiiiistry: f’arabridge, 
1938, p. KB. 
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With this introduction, which has 
])[‘rhaps cxccedcci tlic Icft'itiniale Inninds 
[)!’ a trcalisc on lar^r molecules, wc may 
return to a more circumstantial account 
of the structure of solitls, retaining the 
emphasis already placed upon those of 
biological interest. 

2. The Study of the Arran gem ent 
of Particles in Bulk Systems. — In the 
following notes will be found a lirief 
account of the physical principles under- 
lying the use of X-rays in elucidating 
crystal structure. 

The crystallographic basis is the 
space-latlice (cf. Fig. 15, top). If placed 
in a beam of X-rays, each lattice point 
in a single row of lattice points will act 
as source of a new spherical wave front, 
and in certain directions the wave from 
every lattice point will be in phase. 
There will be several diffracted plane 
wave fronts (Fig. 15, middle). The 
locus of each diffracted ray is obviously 
a right conical surface with apex at the 
‘‘point” of incidence of the beam (right 
side of Fig. 15, middle), and with the row 
of lattice points as axis. A secoiiil row 
of lattice ])oii]ts intersecting the first will 
also give conical diffracted rays; the 
diffracted rays from a two-dimensional 
lattice, each point of which belongs to 
both rows, must therefore fall along the 
lin es of intersection of the cones, which 
will generally be two in number. In 
three dimensions, three cones must have 
a common intersection if there is to be a 
diffracted beam. Thus a crystal will 
not in general produce a diffracted ray 
except in ascertain series of orientations 
with respect to the incident beam. This 
concept of intersecting cones can often 
be replaced without loss of precision by 
the simpler idea of optical refiection 
from parallel lattice planes (cf. Fig. 15, 
'bottom): the plane containing the inci- 





Fig. 15. — ^Lallii i* planes and the diffrar- 
iiun of X-rays. 

Top: Illustrating in two dimonsinns 
the fonnatiDn of lalliee jdaiies. The 
sets of planes shown are indexed in the 
Miller notation described in the text. 

Middle: Scattering of X-rays by a 
linear array of particles. The circular 
arcs represent the secondary rays. 
The heavy lines represent the resultant 
first and second order wave fronts. 
On the right are shown (1 and 2) the 
corresponding diffracted rays. 

IJottom: Illustrating, hut not prov- 
ing, that when the lattice line DA 
diffracts in the m th order and 015 in 
the n th order, the direction of the 
diffracted ray corresponds to optical 
reflection of the incident ray from the 
lattice line (mn). The ease illustrated 
is when ni = 1 and n = li. The heavy 
lines define the lattice lines; the dotted 
lines show the incident and diffracted 
rays, and the thin continuous lines 
define the “refleeting” lattice line (12) 



150 


LARGE MOLECULES 


[See. 2 


dent and diffracted rays, and the angle between tlinse rays, serve to 
identify the lattice plane responsible for the reflection, while the correspon fl- 
ing lattice spacing, rf, is given by Bragg’s equation 


sin 9 sin (90° — ?) 

where X is wave-length, B is the glancing angle ainl i is the angle of incidence 
on the reflecting plane. This represents the restriction imposed by inler- 
ference between rays reflected from successive lattice planes. 

In the Bragg spectrometer, each recorded point ilefines a particular 
value of d and i. Results are obtained more rapidly from rotation pliott)- 
graphs for which the crystal is mounted with a crystallographic axis — say 
the c axis — coincident with an axis of rotation and normal to the incident 
X-ray beam. During rotation each set of planes capable of reflection comes 
in turn into a suitable position, so that a point pattern is produced on a 
cylindrical film perpendicular to the inciflent ray. The points, besides being 
placed symmetrically with respect to the rotation axis ami a line ])er])endicu- 
lar to it in the plane of the plate, also fall upt)n horizontally (lisposer) lines, 
the so-called layer-lines. Successive layer-lines correspond to successive 
values, 1, 2, 3 . . . of the Miller index /, and points on the difl'ereiii layer 
lines correspond to reflections from lattice planes with the general intlices 
(/i/cD), (A/cl), etc. The reason for this is obvious from Fig. 15 (middliO, for 
since the c axis remains perpendicular to the incident ray the angles of the 
diffraction cones do not change during rotation, and all iliffracLeil rays must 
therefore lie on these cones, which intersect the cylindrical film in straigliL 
lines. For this reason, the positions of the layer-lines are of great value in 
determining the dimensions of the unit cell, the ef)rrespojiding values of a 
and b being of course obtained by rotating the crystal about the a and b axes. 
From the dimensions of the unit celli the number t)f molei'ides it contains 
can often be calculated if wc know the density and molecular weight of the 
substance. The separate points on the rotati[)n diagram arc ambiguous, 
since wc know their position only with respect to the incident X-ray beam 
and not with respect to the crystal. Nevertheless, their significance can 
often be deduced with considerable eertainty. Many difficulties of inter- 
pretation are removed by using Weisseiiberg’s device of a recording film 
moving in such a manner that its position corresponds always to that of the 
rotating crystal. This introduces the additional varmble required to 
establish a one-one relationship between the position of a point and the 
lattice plane |)roduciiig it. From the Weissenberg diagrams,\ projections 
can readily be prepared on which the p[)ints can be unequivocally indexed. 

When single crystals are not available for examination, it is possi- 
ble to make use of powder ph'-b«..r.iph-: here each point of the three rota- 
tion photographs is replaced by a circle, since crystals are present in all 
possible configurations. Consequently the number of circles is often too 
large to be of any more than qualitative value, but when the three axes of 
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the unit cell are equal and at right angles the ]dndiigriiph^ can be used in 
the analysis of structure. If the particles were not entirely in random 
positions, but hail one axial direction in common, the “powder” photograph 
would be expected to resemble the rotation diagram of a single crystal; 
diagrams of this type are characteristic of fibers and will be referred to 
later. On the other hand, if a body were amorphous, no diagram would be 
expecteil, although substances like rubVier commonly show a single diffuse 
circular pattern which indicates the existence of some rather indefinite 
unflirecti'd periodicity. Liquids similarly show diffuse rings, the interpre- 
tation of which in terms of a distribution function for the distance of separa- 
lion of molecules nr groups of molecules has given rise to considerable 
[liscussion. The Hragg ccpiation is not applicable in such cases. 

Tlie space-group can be determined by a detailed examination of diffrac- 
tion patterns. What has been considered above as a series of diffracting 
points coinciding with the lattice points is actually a series of groups of’ 
points within the unit cell, so that each lattice plane should be replaced 
by a number of planes regularly or irregularly spaced according to the 
ilugrees of symmetry of the particular space-groups concerned. This sub- 
division of the j)rimiLive translations is responsible for differences in intensity 
of the various spots on the X-ray diagram, since each plane participates in 
the refiectiun ])henomenon and the various components of the final reflected 
ray rliffer in phase. Wlieii certain definite types of symmetry operation 
occur in the space-group, the phase-difference may be exactly a half-period, 
with the result that certain reflections may be absent from the diagram. 
The identification of these systematic extinctions, each of which is char- 
acteristic of the symmetry operation which produced it, thus serves to 
determine the space-group Tiniquely. This knowledge usually suggests 
possiVde arraii gem cuts of molecules in the unit cell. 

Knowledge of the structure of a crystal in further detail depends upon 
accurate measurement of the absolute intensities of a large number of 
diffracted rays. The intensity of a ray diffracted in a particular direction 
represents the result of superpt)sition of rays scattereil in that direction by 
each electron. The scattered intensity,/, of a single atom can be calculated 
as a function of the angle between iiici[lent and scattered rays ; when this 
angle is zero, /is approximately N times the amplitude scattered by a single 
electron, N being the number of electrons in the atom, since the path 
through the atom is then the same for all rays. It falls off with increasing 
deviation of the ray. The amplitude Ff,ki (including numerical amplitude 
and phase) of the scattered ray from the entire unit of structure can be 
calculated by superimposing all the rays /i, fs, /c, . . - scattered by the 
various kinds of atom, yl, B, C, . . . present in the unit. Clearly a par- 
ticular value of F for a particular angle does not define an unique structure; 

ziift rj f^i]l Llisi ussi[)n of Ihe theorius of X-ray diffrartion by liquids, see J. T. Randall, 
q'lip Diffraction of X-rays and Eleetroiis by Amorphous Solids, Liquids and Gases: ('hapiiian 
and Hall, London, 1934. 
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a curve relating F to the angle of h rinu would be open to fewer conflict- 
ing interpretations, and the customary use of a complete difl^raction diagram 
amounts almost to this, with the important qualification that the measured 
intensities are proportional to so that we actually know F only in mag- 
nitude and not in sign. Despite this limitation it has been possible in a 
number of cases, by ciili‘iilji.l iiig the F curve for several plausible structures, 
to decide which of these corresponds most closely to the experimental data. 

The intensity curves can be interpreted in other useful ways. The 
electron density at any point is repeated periodically in any arbitrary direc- 
tion, the period being related in a simple manner to the IVliller indices of the 
plane normal to the direction in question. This can be expressed formally 
by a three-dimensional Fourier series giving the electron density as the sum 
of these different periodic functions, the aniplitinles of which are given in 
the formal expression as unknfiwn coefficients Now Fam is an integral 

i)f the electron density at every j)oiiit in the unit cell, and it is possible by 
substituting the Ff)uricr series in the expression for F to calculate the coeflfi- 
cients A in terms of F. The result is of surprising simplicity, the coefficients 
of the harmonic terms corresponding to the various possible crystal jdaiies 
being proportional to F. Thus the observed values of F can be used to 
calculate the electron distribution in tlie unit cell, provided the signs are 
known. 

The application of such series is, however, limited to cases where the 
phase can be calculated or can be deduced from symmetry considerations. 
This difficulty of sign is a serious obstacle to the construction of density 
diagrams for complex unit cells. It is j^ossible, hr)wever, to com])ound the 
various intensities by means of Fourier series containing these values, 
proportional to F^, instead of the amjditudes, as coefficients. The theory 
of such series was considered by Patterson, who was aide to provide a 
physical interpretation and to show that diagrams obtained from F^ series 
are capable of being used in the determination of structure. "'The density 
in a Patterson projection at the eiiil of a vector drawn from the origin 
represents the iiil egrji I ion over the unit cell of the product of ilensities at 
all pairs of points in the crystal structure which have that vector relation- 
ship'’^'’® — in other words, in sufficiently simple cases it gives the position of 
every atom with respect to every other atom. For a complex structure the 
interpretation of a Patterson diagram (two-dimensional projection) may 
be extremely involved, and that of a section impossibly so; it is cpiite difficult 
to trace the relationship between the density diagram and the Patterson 
diagram even in cases where the structure is known. ‘"Not only the relatiia* 
positions within the molecule, but also those of atoms in m !. Id- ■ 
molecules related by the symmetry elements, are represented by super- 

21 IB excellent review by J. M. Ri>l)erlson, Reports on Trogress in Physics, Physical 

Society, London, 4; 

A. L. Patterson, Ztschr. f. Krist., 90: 517, 543, 1D35. 

W. L. Nature, 143: 73, 1930. 
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imposed diffuse peaks . . . and these combine in such a way that it is 
extremely hard to unravel the tangle.”-®® 

3. Notes on the Structure of Certain Crystals- — The study of the 
arrangement of large molecules in undispcrsed ...-i'm at least insofar 

as it has reference to biological materials, is largely the study of difform 
systems: thin films and fibers. These are not strictly crystalline. Some 
large molecules, such as the globular proteins, do, however, form true 
crystals; others, such as starch and glycogen, occur in granular habit. 
These facts alone demand the inclusion here of some reference to the struc- 
ture of true crystals. Other reasons also have determined the selection 
of the several groups of substances referred to in the following notes. The 
chief of these is tlie special structural relationship between the small mole- 
cules and the large — between the simple sugars and the cellulose fiber, or 
between the peptide linkages in diketopiperazine and those in keratin, for 
instance — a relationship that makes a knowledge of the molecular dimen- 
sions and packing of the small molecules indispensable to an uiiderstaniling 
of the large. Reference to long chain aliphatic compounds and to the lipids 
and sterols is amply justified by the peculiar importance of these substances 
as eomjionenls of the cell membrane, in whieh they are undoubtedly present 
in the form of macromoleeular complexes with proteins, while preserving 
some of the struetural features characteristic of their configuration in the 
crystalline state. 

a). CWrw/f', aragonite, and apatite . — Skeletal structures, external and internal, 
are largely inorganic in nature; althnugh depositcil under the guidance of organic 
formative induences, and often giving little morphological evifleiice of their 
inorganic nature, they have the fine structure of substances commonly found as 
minerals. The immediate eircnmsLances may he very deceptive. It may 
happen that a calcareous spicule of obviously organic origin is actually a single 
crystal, highly eeeeiitrie in habit; on the other hand, morphologically identical 
crystallites in comparable biochemical situations may be composed of ehemi- 
eally different substances. 

Apart from the siliceous exuskelelons of some organisms, the most common 
mineral components of invertebrates are identical with one or other of the two 
forms of calcium carbonate, calcitc and aragonite, while the mineral constit- 
uents of bone, including the enamel and dentine of teeth, are very closely 
related to apatite, Ca^iF(l*[) 4 ).^, probably by substitution of hydroxyl for the 
fluorine atoiti. These are all ionic crystals. 

The crystal structures of calcite and aragonite are rather simple, and can be 
readily understood as distf)rted examples of cubic and hexagonal close-packing. 
Fig. IK Illustrates these two alternative ways of packing equal spheres into the 
smallest jiossible volume. To avoid confusion, the circles representing the 
spheres have been shrunk; they are to be imagined large enough to be in contact 
witli one anotlier. TJiere is only one way of packing spheres into a single layer; 
this is represented by the rows of black circles, A A. Between each pair of lines 
of spheres thus jjacked there are two rows of “triangular” spaces, BB and iJC, 
and there are only two ways in which new layers of spheres can be packed above 
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and below the layer AA: cither the upper layer can oceupy the row of depres- 
sions BB and the lower layer tlie row CC (or vice versa), or else both upper and 
lower layers must occupy the rows BB (or UC). In the former rase the struc- 
ture, if repeated, would give a vertical pattern CABCA BCAB . . . , in tlie 
latter, the pattern BA BAB A. . . . Apart from the distortion already inen- 



I »-i— i i I 

O 5 


Fig. IB. — Above; Illustrating in plan the two modes of closest packing of .spheres. Similar 
circles are coplanar, at distances above the basal plane represented by Ihe numerals, which 
are given .as fractions of the identity period. ronne['ting lines are drawn to aid comparison 
of the two methods of packing. The rows of thin circles indexed 0 define the basal rows 
referred to in the texl as AA \ the heavy circles are BB and the double circles VV. 

Below: (’’omparing the environments of the carbonate ion in calcite (left) and aragonite 
[right). The diagrams are basal projeidinns in which the atomir- positions perpendicular to 
the plane of the paper are represented by fractions. Heavy open circles are calcium, light 
open circles are oxygen, black circles are carbon. It will be noted that the packing of the 
calcium ions in cali-ite and aragonite resembles that shown above on the left and right respec- 
tively. The carbonate ions are so placed as to give each oxygen two calcium ions as close.st 
neighbors in calcite and three in aragonite. 

tinned, these structures represent the packing of ealcium ions in calcite and 
aragonite respectively (Fig. 16 ). 

Apatite forms a denser and much harder structure,'^"® in which the fluorine 
ions, or their analogue, occupy a key position on the edges of the hexagonal unit 
cell, from which they are linked, each through three Ca” ions, to the phospliate 

2 nB W. L. Bragg, Atomic Structure of Minerals: l^ornell University Press, Ithaca, 1D37, 
p. 132; references, see R. W. fi. Wyckoff, The Structure of L’rystals, 2nd. ed.: Hhcmical Catalog 
Po., New York, 1931, p. 292; 2nd ed. suppl., 1030-1931, p. BS-. 



Chap. 8] 


CONDENSED SYSTEMS OF LARGE MOLECULES 


155 


structure. It is suggested that the carbonate in bone replaces fluorine in the 
apatite structure, but this would require such a considerable distortion of the 
lattice that the carbonate is probably present only in regions where the apatite 
lattice is imperfectly developed. 

b). Hydrocarbrns^ fotty acids^ lipids, and sterols . — These substances, 
covering a very wide range of molecular complexity, have in common some 
very striking features of intermolecular organization, aJid as these are 
pertinent in any discussion of the mode of associatirni of the substances in 

D '• 
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Fili. 17. — 1. Frfijeclioii of fully ext tended [arhnn chain in palym ethylene compounds, 
showing distances between adjacent and alternate chain atoms. f)n the right, projection on a 
plane perpendicular to chain axis. 

'■I. Showing the effective cross-section of freely rotating polyniethylene chains and the 
resulting iiiode of packing. 

3. Showing the decreased syninielry of polyniethylene crystals when free rotation is pre- 
vented by [“Doling. 

4. anil 5. Illustrating the formation of himolecular leaflets by aliphatic molecules with a 
single terminal polar group. ‘ AA represents the basal or cleavage plane. In 4 the chains are 
perpendicular to the basal plane; in 5 they are tilted. 

living matter, we prefer to underline them, rather than to enter into a 
detailed description of specific complexities. We wish to stress in particular 
the predominant modes of packing of unsymmetrical molecules, the one 
assumed when the intermolecular forces are uniform, and the other when' 
there is a specifically reactive terminal group. 

2 in -yY Y Bale, Am. J. Roentgenol., 43: 735, 1940. 

Further literature on X-ray structure of bone and tooth substance and related inorganic 
compounds, see W. F. Bale and H. C. Hodge, Nalurwissenschaften, 24: 141, 1930; W. F. 
Bale, M. L. Le F^vre and II. C. Hodge, ibid., 24: 635, 1930; M. L. Le Ffevre, W. F. Bale and 
H. r. Hodge, J. Dent. Research, 1^: 85, 1937; H. F. Hodge, M, L. Lc F^vre and W. F. Bale 
Ind, Eng. Them., 19; 150, 1938, 
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An unusually symmetrical packing is shown by the long chain hydro- 
carbons at temperatures near the melting point. Here the chains bec'ome 
effectively cylindrical by virtue of their freedom to rotate about their long 
axis; the molecules in this case assume the hexagonal close-packed coufigiira- 
tion (Fig. 17, diagram 2).^^^ At lower temperatures Van der Waals attrac- 
tion between the chains is sufficient to cause loss of rotational freedom, and 
the chains then pack with a less symmetrical mutual configuration, allowing 
th e maximum area of contact. This is characteristic not only of the paraffin 
hydrocarbons but also of benzene, anthracene and other chemically inert 
ring structures. 

When the hydrocarbon chain is terminated at one end by a pidar or ionic 
group, as in the monobasic acids and alcohols, the units are double rnolecules 
jt)ined end to end by their reactive groups; in general the substances are 
polymorphic, with chains oriented vertically or obliquely with respect to the 
basal plane A A (Fig. 17, diagrams 4 and 5) which is also a cleavage plane. 
At higher temperatures these substances, like the paraffins, may assume the 
hexagonal arrangement with rotational freedom. The same bimolecular 
units occur when the terminating group is quite complex. They are found 
in the triglycerides^^^ ami apparently in the lipids. Bear, Palmer, and 
Schmitt have noted in the X-ray diagrams of several dry lipids — lecithin, 
cephaliii, sphingomyelin, phrenosin, kerasin — a coniinon short-spacing reflec- 
tion at about 4.2 A, corresyionding probably lo the close-parking of yiarallel 
hydrocarbon chains, and long sparings which, alh)wing for some uncertainty 
in the length of the chains, agree quite well with the values calculated for 
fully extended double molecules. Similar spacings are found in the total 
dried lipid from brain or nerve. 

Among the sterols (i) and the related sex hormones, which show an 
astonishing diversity of crystal structures, it is possible to distinguish single- 
and double-layer types of unit cell.^^® The m[)st fretpienlly occurring cudls 


(i) \/ (ii) 0 

1 Wlall 



A. Mueller, Pnic. Roy. Sor., 1Z7A; 417, 19.^D; jWr/., 138A: 514, 1032. 

213 E.g., J. D. Bernal, Nature, 129: 870, l.O-SZ. 

21^ C. E. Clarkson and T. Malkin, J. Them. Sot*., p. OfiR, 1.0, S4. 

21® R. S. Bear, K. J. Palmer, and E. 0. Si*hinitt, J. Tell. Comp. Physiol., 17 : 355, 1941. 
2^3 J. 1). Bernal, D. Crowfoot, and 1. Pankuchen, Phil. Tr. Roy. Sot*., 239A: 135, 194U. 
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are of the single-layer type, with dimensions that suggest a molecule about 
4.5 A thick, 7 A wiile, and 20 A long; Patterson projections of cholesteryl 
chloride and bromide, showing two ridges ruiiiiing the length of the c-axis, 
confirm this interjnetatioii. These dimensions are in cr)nff)rinity with a 
j)uckered ring system and a chain eontinuiiig along the line of the rings, and 
the packing of these long flat molecules is closely similar to that of the linear 
or cyclic hydrocarbons. It is significant that often the single-layer crystals 
have no polar groups; if such groups are present, either they are in an 
unfavorable position for association, or else there are two of them at opposite 
extrenuties of the irndecule, as in androsterone (it), which can interact 
without any cf)Jisiderable ilislortion of the one-layer strneture. On the 
other hand, out of 48 compounils giving double-layer cells, fl.S are known to 
have an liydr[)xyl group in the 8-position; in 7 the position of the groups is 
uncertain; and in the remaining 8, the reason ff)r the double-layer structure 
is unknown. Pyrf)calciferol, which certaiidy has an OH group in the 
3-position, forms single-layer cells, while anhydrous chtdesterol and anhy- 
drous ergosterol form very complex crystals, with a unit cell containing as 
many as 32 molecules in the latter case and 8 in the former. Despite these 
and other anomalies, there is not much doubt that the flouble-layer struc- 
ture is usually associated with interaction between two OH groups in the 
3-position. 

c). Sugar ,^, — The accepted view that cellulose is made up largely of 
j(3-d-gluct)se residues, and starch of a-d-glucose, makes the structure of these 
relatively simple comptiunds a matter of pecidiar importance in the study 
of macromolecules. Although recent chemical stujiies have established 
beyoufl peradventure the constitution of many of the stereoisoineric sugars, 
the precise spatial arrangement is still uncertain. This is mainly due to 
doubt as to the form of the pyranose ring, which may be built in various 
puckered forms with bond angles appr[)aching the normal values, or in other 
forms with ilistorted bond angles, giving in an extreme case a flat ring in 
which the pyrajiose oxygen lies above or below a jdane containing the four 
carbon atoms. The puckered rings add considerably to the number 
of possible stereoisomers, and the fact that these have not been shown to 
exist is perhaps a point iji favor f)f a plane ring; the energies of activation for 
tautomeric interchange between the various theoretical forms appear not 
to have been worked out. In any event it is important to know an average 
connguralion, since a small change may alter considerably the cxtra-cyclic 
valency directions, and may be the principal factor in determining the 
conformation and mode of packing of rings in a pyranose polymer. 

The study of the sugars with X-rays is singularly difficult. The variety 
of different structures indicated by the extensive data available concerning 
crystal class, dimensions of the unit cell, and space-group is perhaps as 
considerable as among the sterols. Apart from possible variations in the 
ring, this is largely the result of interaction between hydroxyl groups, to 
which the crystals also owe their hardness, density, and high iin'lling-poinl . 
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Replacement of a hydroxyl group or a change in its configuration may 
necessitate a complete readjustment of the relative positions of the mole- 
cules. Such rearrangement may make it difficult to arrive at any reasonable 
estimate of the effect of the change upon midendar dimensions, although 
this may sometimes be possible. 

Consideratiiui of tlie relatiDnship between the unit cells of a-rf-xylose,‘^^" 
/3-inethyl xylosiilc,^’** and a-d-glucosc,^^* for instance, leads to the following 
values for the molecular dimensions: 

a-rf-xylosc 5.B2 X 0.32 X 4.Bf) A 

/0-mcthyl xyloside (i.89 X 8.51) X 4.39 

Qf-d-glucose 5.'il) X 7.44 X 4.99 

from which it has been concluded that the change from the a to the jfl con- 
figuration does not alter the thickness of the molecule, although it shouhl do so 
if the ring were puckered; furthermore, some indication of the positions of the 
extracyclic CH 2 OH group in glucose and of the methyl group in methyl xyloside 
is given by the changes in length and width. Only occasionally is it possible l)y 
increasing the volume of a single substituent to expand the laltitJc without 
causing any other change in the unit cell; the following example^‘^“ gives the 
molecular dimensions in such a case: 

)3-methyl-/-arabinosi[le 7.74 X 8.10 X 5.89 A 

a-mcthyl-^fueoside 7.87 X 9.9R X 5.7^2 

a-iiiethyl galaeto.side-(i-brnmhydrin 7.81 X 10.58 X 5.02 


Key to Slercocheinistry of Sugars^ Referred to in Text 



jS-methyl-l-arabinoside a-methylfucoside a-methylgalactoside- 

S-bromhydrin 

E. G. Cox, J. Chem, Soc., 2313, 1931. 

218 E. G. Cox, 138, 1932. 

21 ® J. Hengstenberg and H. Mark, Ztsnhr. f. Krist. 72 : 301, 1929. 

22“ E. G. Cox, T. H. Goodwin, and A. I. Wagataff, J. Chem. Sor., 978, 1.935. 
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Symbols 
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— OCH, — * 
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\ 

—OH — 

— CH, — * 

3C 

0 

— CHzDH— o. 

— NH.Cl— f 

\ 

_/ 


— CH2Br-o= C—C 

S 1 




Constancy of tliiekiicss of a- and jS-derivativcs, which would provide 
important evidence in favor of the flat pyranose ring, is difficult to establish 
in the majority of sugars, because of the uncertainty attaching to the mode 
of packing. Apart from the cases mentioned already, d-ccllobiosc {4-/3-d-glu- 
l■ONi(lo-<f-gl^lc^l^e alone has a unit cell dimension of 5.0 A or less. Condi- 
tions are far simpler when the effects of hydroxyl interaction are eliminated 
by m ethylation. The methyl derivatives characteristically form acicular 
crystals with a very short cell dimension, parallel to the long axis, of about 
4.5 A; the cases listed in illustration include derivatives of glucose, ccllobiose, 
and cellotriose,^^^ from which it may perhaps be concluded that the flat ring 
is the form assumed in these substances. A certain amount of other evi- 
dence has been adduced in favor of a similar ring structure in the free sugars. 
It has been noted^^^ that /0-i-arabinose gives a particularly strong 18th order 
reflection parallel to (DID), indicating a concentration of scattering mass 
along the ?>-axis at intervals of 6/18, or 1.D8 A; this period corresponds 
roughly to the positions of hydroxyl oxygens above and below a plane 
pyranose ring, but is difficult to reconcile with a strainless ring. More 
recent evidence concerning the unmethylated sugars, however, appears to 
favor a slightly puckered ring. A complete X-ray synthesis of the structure 
of cK-glucosaminc hydrochloride and hydrobromide has been achieved^^^ 
without recourse to any stereochemical assumptions. Both 3-dimensional 
Patterson sections and Bragg sections have been made, the signs of the 
structure factors required in the latter having been determined by a com- 
parison of corresponding intensities for the chloride and the bromide. The 
results demonstrate for the first time the real existence of the pyranose ring 
in a crystalline sugar, whereas the chemical evidence has hitherto been 
strictly applicable only to glucosidcs. The data apparently exclude the 
boat-shaped strainless ring, but the ring is nevertheless slightly puckered. 
It is interesting that the No. 1 oxygen atom is found to project almost 
vertically from the ring, so that this atom in the corresponding /fl-sugar must 
lie practically flat. The same difference, if it persists in maltose and 
cellobiose, must be of great significance in the stereochemistry of starch and 
cellulose. 


2^1 J. llengstenbprg and H. Mark, Ztsfhr. f. Kriat., 72; 31)1, l92.n. 

22* K. n. C’ux, T. H. Goodwin, and A. I. Wagstaff, J. f’hein. Sor., 1495, 1935. 
22* C. Trogus and K. Hess, Ber. d. dentsch. Chein. Ges., 5B; 101)5, 1935. 

224 E. c;. Cdx, j. Chein. Sot-., 231.S, 1931. 

225 E. G. Cox and G. A. Jeffrey, Nature, 143: 894, 1939. 
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Starch, despite its chemical similarity to cellulose, both substances being 
polymers of d-glucose, occurs always in granular habit. The granules 
possess a concentric layer structure with radial symmetry n-'iill in:: from 
the presence of small elongated crystallites, probably not more than lOf) A 
in length, arranged with random orientation about an axis which coincides 
roughly with the radial direction. The unit cell corresponds to two 
maltose, or four glucose, residues. The crystal structure is very imper- 
fect, as would be expected of a substance which contains at least two 
polymeric components, each probably polydisperse; these may be dis- 
tinguished as amylose, the water-soluble component of 1[)W molecular 
weight, and the giant molecule of amylopoctin. Amylose is probably 
an unbranched chain, aiul amylopectin an elaborately ramified structure 
of polymerized maltose (4-a-d-glucosid*)-c?-glucose) residues, the degrees 
of branching and molecular weight of the latter showing j)roiu>uiiced dif- 
ferences in starch from different sources. As a result of these difrereiiecvs 
and probably also of differences in the degree and moile of aggregation fd' 
crystallites, the reactions of starch granules from different sources vary 
specifically in relation to the systematic botanical position of the source. 
The X-ray diagrams, similarly, vary according to origin, but the differences 
can be abolished without tlestroying the typical features of the starch 
diagram. According to K. H. Meyer,22» nothing more than the fact 
of crystallinity and the existence of different modifications has been estab- 
lished. The optical properties of the grains and the complicated changes 
observed on swelling suggest that the radial arrangement of crystallites is a 
very loose one, with intermediate regions in which tlie crystallites are widely 
separated from one another, being connected only by molecular filaments; 
it is the size and the highly ramified structure of the amylopectin molecule 
“which makes it possible for part of the molecule to remain in lattice-like 
micelles and another part of the same molecule to be surrounded by solvent,’' 
while the unbraiiched amylose probably is present in dissolved form.23» 
d). Dikefopiperazine, glycine^ alanine . — Tentative models of the poly- 
peptiflc chain have played a considerable part in the eluciflation of fiber 
structure and have figured in speculations on the structure of globular 
proteins. These models have lacked precision because until recently there 
have been no complete analyses even of the simplest related substances. 

R. S. Bear and D. French, J. Am. (^hem. Soe., 53: 2298, 1941. 

227 £ ^ Reiehprt, A. BiorheiiiiL* Basis for the Slutiy of Proldeius of Taxonomy, TTeredily, 
Evolution etr., with Especial Reference to the Starches and Tissues of Parent-St[)L*ks and 
Hybrid Storks and the Starehes and Hemoglobins of Varieties, Speries and lieiiera: Farne^ie 
Institute, Washington, D.(\, Publication 270, 1919. 

J. R. Katz, Zlsehr. f. physik. Fheni., 160A: 37, 1930; J. R, Katz and F. M, Rientsiiia, 
ibid., 160A; fiD, 1930; .1. R. Kalz anil T. B. Van Itallie, ibid., 16DA: 91), 1930. 

22B K. H. Meyer, Advances in Folloid Seieni-e, edited by E. 1). Kriieiiier; Tnterseience 
Pub., New York, 1941, p. 143. 

230 reeent reviews see parLieularly (229); also G. V. f^eesar and M. L. Pushing, ^ 
Phys. Chem., 46 ; 776, 1941. 



Chap. Bj 


CONDENSED SYSTEMS OF LARGE MOLECULES 


lUl 


Such data are now available fur dikelopiperaziiir,^^^ glycine^®^ and alanine. 
The results are of considerable interest, providing information which we 
cannot yet expect from the X-ray analyses of proteins themselves. 

The diketopiperaziiie, or '‘glycine anhydride,” molecule is a nearly plane 
hexagon (Fig. 18a). Since six-m ember ed rings with only single bonds 
are invariably puckeretl, it has been inferred that the ring contains double 
bonds, resonating among the structures: 
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The molecules lie nearly flat in the (1[)1) plane, in straight j)arallel rows, the 
molecules within a row being tilted so as to etjualize the two NIIO distances 
between neighboring molecules. The structure is thus determined largely 
by these two hydrogen boiuls, the cohesion between neighboring strings of 
bonded molecules, both within the (IDl) plane anti perpendicular to it, being 
considerably less and giving rise to marked cleavage along (lt)l) and (DID). 

In glyr-ini* and alanine, the possibilities of hydrogen bonding are far more 
numerous than in diketopiperaziiie. The glycine molecule has the form 
slmwn in Fig. 18b. In the crystal, the molecules are packed in bimolecu- 
lar sheets; between the sheets, only Van der Waals forces are involved, so 
that the plane of the sheets, (01[)), is a cleavage plane. Within each sheet 
the cohesion results from the system of hydrogen bonds indicated dia- 
gram in at i call y in Fig. 18c, d, e. The molecules are joined symmetrically 
in pairs, head to tail, by two bonds of length 3. 05 A; each is linked with 
others in its own plane by four bonds, one for eaeh oxygen atom and two for 
the nitrogen, the NDj bonrl being 2.88 A and the NOn 2.7B A long. Addi- 
tional NOi bonds, 2. .03 A, link each molecule to one of its neighbors in the 
other molecular layer of the biinoleeular sheet. Thus, in all, each nitrogen 
atom participates in four hydrogen bonds, involving only three hydrogen 
atoms. It has been suggesteil that the hy[lrogen atoms and the a-carbons 
are disposed telrahedrally about the nitrogen atom, anil that the 3. 05 and 
2.93 A bonds are formed by a single hydrogen atom situated at 2.34 A from 
Oi, 2.22 from On, and 0..0.0 from N. Besides necessitating a forked hydro- 

R. B. Tcirey, J. Am. Cheiii. Sr>c‘., 5D: 159K, 1938. 

G. AllircTht mul R. B. ror[*y, Bl: 1D87, 1,939. 

H. A. Levy and R. B. Turey, B3: 2095, 1941. 
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gen bonrl, the tetrahedral arrange- 
ment has been taken as further 
evddeiiee for the dipolar ion structure 
f)f glycine. 

The methyl group in alanine is 
responsible for a more complex struc- 
ture than is found in glycine. The 
pairing of molecides [h)es nf)l occur, 
and the slriiciure may be likened to 
a tubular framework of hydrogen 
bonds, with methyl groups packed 
inside the tubes, st*parated from ojie 
another by the luiusnally short dis- 
taiiee of A. A nn)re usual value 




2-93 


Fio. IS. — a. riaii of iiioleculi* of diko- 
topipL'razine. (Drawn from data j^ivrn by 
R. B. C'orey, J. Am. Cheni, Sc)c., 60: 159H, 
1938.) 

Large open cireles: oxygen 
Small open circles: NH 
Large closed circles: L'll 2 
Small closed circles: carlioii. 

Bond lengths are in Angstrrnu units. 

b. The glycine molecule. [Dr.awn from 
data* of G. Albrecht and It. B. Torey, 
-T. Am. rhein. Soc., 61: 11)87, J939.) 

Double open circles: nil rogefi. 

Other symbols as in a. 

c, tl, e. Showing the dift'crcnl kinds of 
hydrogen bond in glycine. All these 
diagrams are projections on the same 
plane. 

c. shows bonds between glycine inole- 
cules within a single sheet ])ajallel to the 
plane of the paper. 

d. shows bonds between corresponding 
glycinii molecides within a biniolecular 
sheet. The biniolecular sheet may be 


is 4.1) A. All interesting ])()int in the. 
final structure ilcLerminatioii i.s that 
tile contribution of the hydrogen 
atoms, assigneil to plausible ])ositioiis, 
liad to be included in the calculations 
before the intensity ilata could be 
accounted for satisfactorily. 

Besides showing the extreme im- 
portance of hyilrogen bonds in didcr- 
miiiiiig the configuration of structures 
containing peptiile or cr-aniiuo-aciil 
groupings, these measurements give 
iinjiroveil values for the probable 
bond lengths anil bond angles of pidy- 
peptides. It i.s significant that the 
introdiietion of a methyl group into 
glycine causes no appreciable altera- 
tion in the N — W bond length, 
although the actual value, A, is 
for an unknown reason considerably 
less than the normal value, 1.47 A. 
The bond lengths in diketopiperazinc 
are also .shorter than the usual values, 
probably as a result of the electric 


visunlizcd by imagining a scconrl layer 

like that .'iliown in c to be rntated thrmigh 181)'’ and tJicn impo.scd upon it. 

e. shows bunds Jietwecn a glycine iiiolccule in one layer of Ihe biniolecular slieel and its 
.second nearest neighbor in tlie oilier layer. 

It will be noted that accnriling lo these diagrams each nitrogen atom participal es in four 
hydrogen bonds. The fad lliai only llirec hydrogen atoms are available for these honils 
led to the suggestion that the "LJI3 A anti 3.9.5 A honils of il and e are actually split hytlrogeii 
bonds involving only one hydrogen atom. 
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r-liarge. This is to be expected for the H — N l)onds but is surprising 
b)r C — C, which tias the value 1.47 A instead of 1.54 A. In glycine 
it is 1.52 A. On account of these variations it is not reasonalrde to 
assume that m» further r(‘visi»)iis will have to be made when more complex 
structures have been examinetl, but the following values for the bonds in 
])olypeptijle chains, Nil- r'llK , can j)erha]js be accepted 

j)rovisionally on the basis of these and other receiil X-ray analyses:^®"^ 


N— C' 

1.41 


..() X 

1.47-1.52 1.25 l.,S8 

Nr'T" r"NC' 

112° 118° 118° 


()— T1 
1.0.*) A 


e). Prolem crystah. — The <liscovery t)f crystalline proteins, around the 
middle of the last century, aroused iniinediatc dispute. Those who con- 
sitlered that Nature* wnuhl never «h> violence lo scientific definition (which 
they were inelinefi tf) promote to the status of heaveidy decree) denied the 
ability of a colloid to crystallize. In this they were supported by certain 
genuine peculiarities of ])rotein crystals, and the sting of controversy, added 
to the great intrinsic interest of the subject, stimulateil a number of meticu- 
lous researches to which we owe most of our j)resent knowledge, and, 
indeed, a good deal more which awaits resuscitation. Only now, with the 
advent fd’ X-ray analysis, is there a promise of further advance. 

Much of the argument was unnecessary, for the occurrence of definite 
crystal forms, admittedly with a certain variability of interfacial angles, was 
an experimental fact, and, as Naegeli^'^'’ pointed out, must indicate a periodic 
arrangement of particles; the dispute really centered around a secondary 
quality, namely, the ability [)f water and dissolved substances to penetrate 
the crystal fabric without disrupting or essentially altering the form of the 
crystal. It was clear to rohn, Nacgeli, anil many others^^"^ that this 
involved the separation of molecules, in contact with each other in the dry 
crystal, by thick layers of water, and the resemblance of the phenDmenoii 
to the swelling of cells and starch granules received a lot of attention. , It 
was said that since protein crystals swell like starch, they cannot be true 
crystals, but oidy ‘'crystalloids'’; it was also deiiuced, from the same facts, 
that starch granules must be made up of minute crystallites, their essen- 
tially crystalline nature being masked, in the rounded form of the granule, 
by the tendency of the particles to assemble in crooked rows and bent sur- 
faces. This view gains somewhat in credibility when one considers the 
genesis of protein crystals, which often start as “ globuliths ” of amorphous 
aspect, the crystalline form being assumed by subsequent rcnri-iiniiemi-nl of 

Cf. M. L. Huggins, Ann. Rov. JUochein., 11 : 27, 1942. • 

V. Naegeli, Sitzungsb. d. kgl. bnyr. Akad. Wiss., 1B62; p. 120. 

F. Pohn, J. praclischc Cliem., 80 , 129, 1801). 

237 parly literature see A. F. W. Schiniper, Zlsrhr. f. Krist., 6 : 131, 1881, F. N. Schulz, 
Die Xrisiallisation von Fiweisssl olfen und ihre Bedcutung fuer die Eiweisschemie: G. Fischer, 
•T ena, 1901 . 
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the particles constituting the Gabricl,^^® believing that dis- 

solved protein molecules are too large to form true crystals, attributed the 
rearrangement to rle])olymerization- an interesting hyi)otliesis, upon an 
insecure foumlatioii, whieh has reeeJiLly reappeared in an altein])t to explain 
certain features of the Patterson projections of prt)tein crystals. 

The systematic description of these crystals has been the subject of a 
number of early papers^^“ and has since been rather neglectt‘d, with’ the 
ileflection of interest to the use of crystallizaLiun as a part i)f the ])reparative 
technique of protein chemistry, which received impetus from the isolation 
of iirease^'^^ and of insulin and has since extended tt) the pre])arati[)n of 
other enzymes, enzyme precursors, and viruses in crystalline or paraerystal- 
linc form.^"*'* 'Jdie variability of interfaeial angles in ])rotelii crystals was 
noted in Naegeli’s ineasurerneiils ami shown to be doe, at least in i)art, to 
the anisotropy of swelling, with consecpient change of axial ralios. A 
further cause is uiidoiibteflly to be found in the plastieily of the crystals, a 
possible resj)onsc to external forces being a strm-lnrjd rearrangeniejd, wllh 
change of axial ratios and develoj)ineiit of a biglier gratle of syinnielry,“^‘“‘ 
so that it is not siirfjrising that some uncertainty arose as to the crystal 
class to which various ju-otein crystals shouhl be assigned. The exiensive 
work of Reichert anil Urowiu'*’*'* on the crystalline luunoglobins of many 
animal s])eeies showed that while the crystals from (‘acli species are easily 
recognizable by their characteristic habit anil a])]>earance, anil apparently 
belong to several different crystal classes, they are arlually all inembcTS of 
an isopolymorph ous series, the crystals belonging to the higher symmetry 
groups being deriveil by mimetic twdnning from the ortliorhombic and 
monoclinic types. 'J"hc relative importance of en\ ironinenl al factors and 
of possible specific differences in the globin com])oiiejjls is not yet clear. 
Wichmanii^^^ has described the isomorjjhism of various albumins and it is 
likely that many other iiistaiices could be found. 

The study of protein crystals with X-rays is si ill in its early stages. 
Powder pholograph^"''* show sharp diffraction rings whirdi could l)e either 

S. tJaljripl, Ztsehr. f. pliysicil. rheiii., 15: 45B, 

J. D. Bernal, I’rof. Roy. Soc., 17DA: 75, 198,9; Kalure, 143: 1989. 

E.g., a. r. Naegeli, Sitzunp.sl). d. k^?l. bayr. Akail. Miss., 18r»2, p. 121); b. A. Rollct and 
V. von Lang, Sitziingsb. Wii-ner Akad. Wiss., Matb.-Naturvviss. Kl., 46: 65, 18R2; c. A. F. W. 
Schiinper, Zlsehr. f. Krisl., 6: 181, 1881 ; d. A. Wiehmann, Zlselir. f. physiol. Flieni., 27: 575, 
1899; e. E. T. Reifhert and A. F. Brown, The Different in t inn and Specitieity of t\)rresponding 
Proteins and Other Vila! Substanecs in Relation to Biolo^ieiil t Classification and Organic 
Evolution: The rrystallography of Hemoglobins: t’arnegie Institute, Washington, D.(\, 
Publication No. 116, 1999. 

J. B. Sumner, J. Biol. I’hem., 69: 485, 1926. 

J. Abel, Proe. Nat. Arad. Se., 12: 182, 1926. 

243 Infer alia, JT H. Northrop, J. Gen. Physiol., 13: 747, 1980; R. M. llerriot and J. II. 

Northrop, 'ihitl., 18 : 85, 1984; M. Eunitz and J. 11. Northrop, ibid., IB: 433, 19.85; W. M. Stan- 
ley, Science, Bl: 644, 1935; Phytopathology, 25: 395, 1936; F. V. Bawden and N. W. Piric, 
Proe. Roy. Soe., 123B : 274, 1937; Brit. J. Exper. P.ith., IB: 275, 1.937; 19: 66,251, 1.938. 

244 A. Wiehmann, Ztsehr. f. physiol. Ghem., 27 : 575, 1899. 

246 Literature in ref. (246). 
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inUTinole[-ular or iiitiTatomic in origin. These are difficult to interpret in 
detail and have been supersederl by the study single crystals. The 
unit-cell iliniensions anrl spare-group have been established in a number of 
eases. These ])rovide useful nioleeular weight values, subject to the usual 
un certainly as to the correct value of the partial specific volume 
and they also impose certain restrictions upon the possible shape of the 
molecule, if we assume in each case that the molecules present in solution 
are also present in thii crystal, '^riie ease of insulin is rather siTrqde and 
definite, since there is rudy one nioleculc in the unit cell, which is a flat 
rhombohedron aj)proximating to an oblate ellipsoid of diameter 74.8 A and 
thickness -St). 9 A. 

The water content of the crystals is of both theoretical and practical 
importance in X-ray work. The wet crystals give much bet ter photographs, 
with higher resolutifui, than the dry ones, the smallest observed spacing 
being around A for wet cryst als and sometimes as high as 29 A aft er drying. 
This limits tlic \'alue of coin])arison between wet and [Iry crystals in the 
study of tlie interaloniic arrangement and shows that drying is accompanieil 
by a certain loss td’ order. I'he enzyme ribonuclease has recently been 
shown to give unusually p(*rfeet jdiotographs down to 2 A in the dry state. 
LVowfoot“^^ lias discussed the effect of water u])on the distribution of j)eaks 
in Patterson ])ro ji'ctions of insulin ami laetoglobulin. In both cases it 
seems that the large spacings change a good deal, while the small spacings 
are shifted in a body when the crystals are dried, and the sim])lest explana- 
tion is that the niolecules ari‘ merely coinpactejl, with some angular intive- 
menl, during tin* iirocess. The same is true of wet anil dry gels of tobacco 
mosaic virus. Naturally these observations tell us nothing al^out the 
slate of I he water other than its intermolecuhir situation. Katz-^"^ found 
the water va])or isotherms of I'rystalline jiroteins to be continuous, from 
wliii'li he C071 eluded that I he substances contained no water of crystalliza- 
lioii. ddie theory 7)f the stability of concentrated systems of charged 
particles suggesls that tin* water is ])r[)bal)ly mostly jiresent in the free state 
anil that ])rotcin crystals should be regarrled as bijiohir coacervales. 

The interatomic arrangement has not yet been ilcdueeil, even in its main 
features, from tin* Patterson ])rojeetions of crystalline proteins. The most 
striking feature, in the intramolecular pattern, is the occurrence of impor- 
tant s])acings of 4.5 ami 10 A, corres])omling to the lateral spacings of packed 
polypeptide chains."'’^ These spacings are ])rominent alike in the photo- 
graphs of native, denatured, and fibrous proteins. There is a tendency for 
the peaks in the Patterson diagrams of insulin, incthemoglobin and lacto- 

Admiral )lt* reviews bavi* bmi by 1). t'ri)wff>()t, Fhem. Rev., 28: 215, 1941; I. 

Fankm-lu'ii, Ann. JSl'w Yf)rk Ai ail. Sr.. 41: 157, 1941. 

I. Fankuchen, .1. Cirii. Fhysinl., 24: 315, 1.941. 

D. Frowfuril, t'lipiii. Rev., 28: 215, 1.941. 

J. 1). Rerual .and 1. Fiinkiitheii, .1. Gen. Pliysiot, 25: 111, 1.941. 

J. R. Katz, Ztselir. fi pliysiol. riieiii., 96: 1, 1915. 

251 E.g., W. T. AstUiry, and H. -1. Wuods, Phil. Tr. Ray. Soe.. 232A: 33.S, 1933. 
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globulin to fall on a hexagonal network, and their eo-ordinated movement 
during drying dr)es serve to some extent to identify those whieli are of 
intramolecular origin. Attempts have been made^^^’^'^'^ to interpret the 
insulin pattern. Wrinch and Langmuir use a eyclol polyhedron^^^ as the 
basis of their interpretation, to which they add the more or less gratuitous 
assumption that certain slit-shaped spaces, corresponding to edges of the 
polyhedra, are regions of high electron density caused by the presence, 
possibly, of particular side-chains. Bernal relates the hexagonal pattern 
on the basal projection Lo a body-centered cubic array of scattering centers 
and conchides that these correspond to subnndecules, ])rnbably 24 in num- 
ber. The cychd iiiter])retation has been freely criticized. Probably both 
arc premature; to the lay reader, J. M. R[)bertson’s remarks carry consider- 
able conviction : “It is quite obvious that fifty-nine relative measurements of 
amplitude cannot define a structure consisting of several thousand atoms. 
So far as the nieasurements go, the structure is e/feclively a c[)ntinuous 
distribution of scattering matter, and every arbitrary assignment of phase 
constants tf) the amplitudes will yiehl a solution. . . . The suggestion that 
certain concentrations of atoms in the molecule can be treated as point 
scattering sources does not seem to constitute even a reasonable 
appr oxiin ati on . ’ ^ 

The intramolecular pattern in tobacco mosaic virus can be discussed in 
this context, althf)Ugh the interparticle arrangement is really more like that 
of a fiber, with a very f)erfect liexagonal close j)acking r)!' roil-shaj)efl par- 
ticles^^® about 1501) A long,“^^ arranged at ranilom in the axial direction. 
The small spacings, uidike the large, are independent of the water content 
of the gel, and their extreme sharpness shows clearly that the particles 
themselves are crystalline. As in the true protein crystals, the s])acings 
at 11 and 4.5 A are ilominant, with the difference that the 11 A reflection 
perpendicular to ihe particle length exceeds all others in im])orlance. The 
other spacings are, however, anomalous, in the sense that in order to obtain 
rational inilices it is necessary to assume a unit cell broad i^r lhan the pari ides 
themselves, ronsidering the small number oF repeating units ])reseTit in 
the cross-section of each particle (diameter 15 [) A), hr)wcvcr, it is not to be 
expected that Bragg’s law will hold, and Bernal aiul Fankucheii have (lis- 
cussed their diagrams in terms of a structure of snb-unils of about 11 A cube, 
fitted in a hexagonal or pseud ohexagonal lattice of dimensions a = 87 A, 

I). M. Wriiifh iiiifl 1. Langmuir, J. Am. Glipiii. Sor-., BD: l£24-7, 1338; I. l^jingiuuir and 
D. M. Wrinch, I’ror-. Pliys. Siii-., 61: (il.S, 1933. 

J. I). Rernal, Priu*. Rny. Srif., 170A: 7.5, 1.33,0. 

2!i4'P(jr refL'mici" lo papers desrribing the ryrlid fahrir and the polyhedra. that ean he 
derived from it by folding, see ref. (184!). 

265 ^ Bragg, Nature. 143 : 7.S, 193.3; J. T). Bernal, j/nr/., 143 : 74, 1.33.3; J, M. Robertson, 
ibid., 143: 648, 1.339; D. M. Wrinch, ibid., 143: 7(13, 1.339: J. I). Bernal, J. Pankuehen and 
D. Riley, ihid., 143: BD7, 1939. 

J. ]). Bernal and 1. Pankuchen, J. Gen. Physiol., 26: 111, 1.341. 

(L A. Kauache, K, Pfankueh^ and H, Ruska, NalurwissensJliaften, 27: 292, 1,339. 
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c = 68 A. A rh'oper analysis is srarrely possible without an extension of 
the theory of X-ray diffraetion l)y thin layers, and for the present the 
observed refleetinns have to be expressed in terms of fractional indices which 
lac!k qnaiitilative intrr])ret!iiiini. 

4. Paracryslais, Taeloiils, ami Coaccrvales. — One cannot consider 
the transition from orrler to disorder without encouiiteriiif? tjie parailox 
of symmetry, by which I mean the high degree of symmetry exhibited alike 
by the most regular and the most irregular arrangements of particles — the 
crystal anil the amorphous boily. The sjdierical symmetry of the latter is 
statistical, in the sense that Jio symmetry operation will lead to complete 
coincidence of all analogous particles, while in a true space lattice the 
existence of symmetry elements is axiomatic. Now the restriction of 
symmetry operations to rnie or two dimensi[)ns leads to the definition of 
various tyjn's of partial crystals, but <loes not by any means exhaust the 
degrees t)f ortleretl arrangement, for order does not necessarily im])ly perio- 
dicity. With a proper definition of statistical symmetry elements, it is 
possible to arrive at a complete enumeration of the transition types of 
orilered arrangement analogons to the enumeration <)f the nonstatistical 
space-groups of crystallography tliese turn out to be 18 in number, of 
which two — or perhaps .‘J — are cf)mmonly aeknowleilged tr) occur in nature. 
Others will undoubtedly be observed, and sliotdd be recognizalde from the 
nature of their X-ray <lift‘raction iliagrams. 

The existence t)f types f)f ordereil arrangement f)ther than the strictly 
crystalline was first recognized by the observation of anisodiametrie j)olar 
molecules sueh as p-azoxyanisol ami potassium tdeale, wliieJi gave rise to a 
doubly refracling “ inesophase " during melting and again on cooling of the 
isotropic liquid. This combination of anisotropy, a sure sign of order, 
with ])lastic fluid qualities, led to the introduction of terminologies that have 
since proved misleading; Lehmann used the terms “fliessende Kristalle” and 
“fluessige Kristalle,” the former ernbraeing also the plastic deformability of 
true crystals, while Friedel referred to the '‘mes[)morplu)Us ’ state. As 
Rinne has j)ointed out,^‘’“ substances exhibiting this characteristic autonom- 
ous aiiisotro])y may range in mechanical properties and in morphology from 
the limpifl flui<l to the glassy or fibrous solid, the criteria implied in the earlier 
terminology bidng thus irrelevant. Ostwald’^*' lists a number of experi- 
mental criteria which, although apparently selected under the influence of 
the early definitions, are broad enough to cover the wide range of 
properties: liquid or plastic character; anisj)tropy of viscosiiy and surface 
tension; absence, or lability, of angular boundaries; spontaneous birefrin- 
gence referable to “internal’' forces of the same order of magnitude 

r. IIcTmann, Ztsrhr. f. Krist., 79: 18R, 1931. 

259 O. LeLmann, Flue.ssigp Kristalle: Engplmann, Leipzig, 1D()4; G. Friedel, Ann. Physique 
(9), 18: 273, 1922. 

259 F. Rinne, KollDid-Ztsphr., BD: 288, 1932; Tr. FaraJay Soc-, 29: lt)16, 1933. 

2B1 W. Dstwald, Ztsrhr. f. Krist., 79: 222, 1931. 
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as casual external influences. If we insist upon the structural criterion — 
manifested in spontaneous anisotropy — as the uni [pie one, it is well to choose 
a term which emphasizes both the resemblance to the crystalline state and 
the characteristic differences. Kiniie's term ‘'])aracryslalline will be 
used here in this sense. 

The subdivision of paracrystals into two distincL ty})es is based upon the 
observation of characteristic, although extraordinarily varieil, patterns 
under the polarizing microsc[)pe. Friedel and Grand]' can distinguished 
between thread-like and conical forms (liipiides a fils, liquidc's a coni(|ues) 
which were later^'"'^ referred to as “nematic” and “smectic,” terms which, 
notwithstanding reasonable criticism, have been widely adopted. The 
properties of the nematic state can be accounted for jn terms of an array of 
aniso diametric molecules with a common axial direction anti a random 
distribution of centers of gravity; this type of arrangement shows only 
diffuse X-ray reflection, corresponding to the absence of true periodicity. 

It may be observed, for example, in liquid p-azoxypheiietol,^'*'* and in 
anisalbenzolazonaphthylamine anti other resinous stdiils;^*^*^ as a common 
characteristic of fiber structure it will be referred to later. The X-ray 
diagrams of substances in the smectic state, on the other hand, show the 
existence of reflecting planes like the parallel reticular planes of a crystal, 
corresponding to a periodic disposilion of centers ol* gravity. The arrange- 
ment may be sufficiently regular to give a rotating crystal diagram, as with 
a smectic drop of ethyl-p-azoxybenzoate on a cleavage surface of mica,-^"^ 
or it may correspond to a random disposition of j)hines, as with ainrnr)nium 
and other oleates, which give “powder” diagrams with a characteristic 
spacing of 43.5 approximately equal to the thickness of the bimf)lecular 
layers occurring in the true crystals and in soa]) films. Thallium 
stearate and oleate show repeating units of 36 and 3!2 A res])ectively, com- 
pared with 42 and 45 A for the crystals;-^' this Tiiay indicale, rather improb- 
ably, that the chains are tilled to the reflecting ])laiie, or it may result from 
a liquid randomness of orientation of the hydrocarbon chains. 

Since the number of degrees of freedom in jiaracrystals is greater than in 
crystals, isomorphism is far more frefpiently eneoniiLered ; one of their most 


2B2 G. Friedel and F. (irandjVan, Hull. S«e. Min., 33: 1!)2, l.nil). 

G. Friedel, Ann. Physique (9), IB: 27S, 1,122. 

264 J. W. MiBain, Nature, 113: 534; 114: 4.9, 1D24. 

E. Hupfkel, Phy.sik. Zl.sclir., 22: 5G1, 1921; J. R. Katz, Naturwissensehaften, IB: 75S, 
1028; rf. S. Van der Lingpn, l\'rhandl. der deutseh. pliys lies., IB : 913, 1.11.3. 

26“ G. Frieilcl, Ann. Physique (.I), 18: 273, 1,922. 

2®'^ D. Vorhiender, Ztsehr. imgew. Ghem. 43 : 13, 1031); Tr. Faraday Sor., 29 : 907, 1933, and 
several other papers. 

zBB F. Friedel, rniiipt. rend. Arad. d. se., IBD: 2H.9, 1.925. 

2““ M. de Braglie and E. Friedel, C^oiiipt. rend. Ar ad. d. sc., 17B: 738, 1923. 

27“ Cf. P. V. Wells, Ann. Physique (9), 16: 6.9, 1.921. 

■271 K. Hemnann, Tr. Faraday Soc., 29: 972, 193,3. 

272 Gf. diseussiiin by J. 1). Bernnl and others, Tr. Faraday Soe.. 29: 107.3 ff, 1933. 
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remarkable properties, inJeerl, and'one of the most important in relation to 
their occurrence in living systems, is this ability to form complex paracrys- 
talline mixtures. Foreign substances of all kinds — glycerol, olive oil, 
paraffin oil, water — appear to facilitate [lispersiun anrl to increase stability. 
The profound influence of water is of especial interest to us. The first case 
to receive much attention was that of 10-broniplienanthrene-fl-(or 6-) 
sulfonic acid, which Formed a nematic colloidal phase with relatively large 
amounts of water, and a more concentrated smectic phase the latter gave 
a single spacing 3.47 A rom])ared to 3.40 for the anhyrlrous crystals, show- 
ing that water must have jieiietrated betw[‘en the molecnles. Later 
Rinne^^^ drew attention to the extraordinary spheruliiic an(l myelin forms 
obtained with arpieous emnlsions of the pliosidiatides and ciTcbrosides, 
which vary in a mosl striking manner with increasing water content and 
are in many respects similar to the myelin forms originally observed by 
Virchow^^^ with iH*rve substance and other organ extracts. Idle X-ray 
diagram:; of the emulsions show very clearly the changes in fine structure 
acconmanying dilution. The various substances taken singly do not 
always ftirm very stable omulsicnis with water; cholesterol not at all, sj)hingo- 
myelin rather more readily, and eeplialin very easily. The characteristic 
bimolecular spacings are increasiMl on ujitake of water. Mixeil emulsions, 
in which cholesterol can also be stably incorporated, show only a single 
important spacing, which increases continuously from t)3..5 A for the 
slightly moist mixture to 1,50 A for an emulsion containing 75% of water. 

Aqueous suspensions of this type, containing rod-shaped or leaf-shapeil 
particles separated by water layers up to as much as 5 DDL) A thick, and yet 
preserving their paracrystalline or even crystalline configurations, are of very 
general occurrence. They are commonly found in the form of coacervates, 
phases of high concentration which arise by the sj)ontaiieous separation 
of a suspension into a dilute and a concentrated portit)n.^““ Spontaneous 
anisotropy is not invariably found in the concentrated layer; in suspen- 
sions of clay, of iron oxide, and of vanadium pentt)xide, the anisotropy 
appears only uniler certain conditions of concentration or ageing, or when 
the phase is disturbed by shearing stress. The concentrated phase in 
suspensions of the clay, bent[)nite, tends to Form an isotropic gel in which, 

2^3 E, Fricdel, Ann. Physique (9), IB: 273, 1922; V. llinni', Kulluid-Zlsclir., 50: 288, 1932, 

etc. 

274 W. Ostwald, Ztschr. f. Krisi., 79 : 222, 1931. 

27& H. Sandqvist, Kolluid-Ztsehr., 19: 113, 191B. 

276 F Riniie, Ztsehr. f. Krist., 8Z: 379, 1932. 

277 Yi. Rhine, Kolliud-Ztschr., 6D: 288, 1932. 

276 R. VirchiJw, Virflnms Areh. f. path. An.al., 6: .592, 1854. 

27** R. S. Bear, K. .7. Palmer, and F. O. Sehiiiilt, J. rell. & rump. Physifd., 17: 355, 1941; 
F. [). Schmitt and K. J. Palmer, Fold .Spring Harbor Synip., 8: 94, 1.94U; K. J. Palmer and F. O. 
Schmitt, J. Cell. &; (.'ump. Phys'u)!., 17 : 385, 1941. 

26“ G. Quiiit-ke, Ann. Physique (4), 9 : 799, 1902, ami numerous later papers by II. Zoeher. 
II. Freundlieh, H. G. Bungenberg de Jung, and others. 
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according to Langmuir,^®^ the disc-shaped particles are iiiTaiig(‘d in an 
isotropic face-centered cubic lattice. “The axes of the discs are not 
arranged in random directions, but oscillate about definite equilibrium axes 
which are related to the crystal axes.” In the anisotropic gels which occur 
at certain concentrations, a mutual orienting effect of neighboring discs 
causes them to become parallel, with formation of a new kinrl of uniaxial 
crystal grain of higher density. 

Due of the best examples of a truly paracryslalline coacervate is that of 
tobacco mosaic virus, the elongateil particles of which show a strong 
tendency to form positively birefringent aggregates. Solutions of the virus 
separate into two phases by formation of tac|[)ids, si)in[lle-shapeil regions 
of low or high density which rise or fall in the solution anil coalesce respec- 
tively with the upper or lower phase. The X-ray j)atterns of the lower 
phase show sharp lines corresponding to reflection from a two-dimensional 
hexagonal lallice with interpartiele distance varying with the water contenL 
of the phase from about 100 A to 450 Absence of reflections corre- 

s])onding to the length of the particles shows that the particles overlaj) in an 
irregular manner, as they do in a nematic paraerystal. 

The factors involved in the stability of the eoiTcenlrateil j)hase and its 
equilibrium with the dilute phase have been discussed frequently. The 
phenomenon was at first attributeil to long-range Van der Waals forces of 
attraction,^^^ but more recent papers, of which by far Ihe most intelligible 
is that of Langmuir, have shown that the situation can be analyzed satis- 
factorily without recourse to any such unsu))ported hypothesis. The 
dilute and concentrated phases are obviously in osmotic equilibrium; this 
would not be possible in any system of unchargeii anil unassociated jiarticles, 
for even if the particles themselves were unable to diffuse rapidly, move- 
ment of water into the eoneentrated layer wouhi soon result in uniform dis- 
persion of particles throughout the liquid. Now the profound ijifluenee of 
electrolytes upon the properties of these systems shows, together with a 
considerable body of other evidence, that we are ilealing with charged 

2“ 1. Langmuir, J. Ctieiii. Thys., B: 873, 1938. 

2*2 p. Rawden, N. W. Lirie, J. 1). JL’rnal, and I. Fankurlipii, Nature, 138; 11)51, 1938; 
J. D. Bernal and 1. Fankurlien, ihifl., 139: 923, 1937; B. V. Bawden and N. W. Pirie, IVne. 
Roy. Sue. 123B : 274, 1937; Nature, 141 : 513, 1938; M. A. Lauffer and W. M. Stanley, J, Biul. 
Lhem., 123: 507, 1938. 

2*3 J. D. Bernal and I. Pankuehen, J. tien. Physiol., 26; 111, 1.941. 

2*4 H. Kallmann and M. Willsiaeller, Naturwisseiischaften, 2D : 952, 1932; IT. [ \ Hamaker, 
Ree. trav., 66: 1915, 1930; ibid. 66: 3, 727, 1937;i7nVf. 67; 01, 193S; Tr. Paraday Soe., 3B: 
180, 1940. 

a. I. Langmuir, J. rhem. Phys., 6: 873, 1938; h. S. Levine and (i. P. Dube, Tr. Faraday 
St)c., 36: 1125, 1939; e. S. Levine, Prne. Roy. Sne., 17DA : 145, 104, 1939; d. S. l..evine, and 
G. P. Dube, 36: 215, 1940; e. S. Levine, ibid., 725, 1949; f. G. P. Dube and S. Levine, ibid., 
36: 1141, 1939; g. B. Derjaguin, ibid., 35: 203, 1.940; li. cf. J. D. Bernal and T. Fankucheii, J. 
Gen. Physiol., 26; 111, 1941; k. H. llamaker, Tr. Faraday Soe. 35: 180, 1940; for short 
qualitative statemenl on I^evin(*’s papers, see H. Mueller, Ann. Ne^^ York .\ead. Se., 39: 
111, 1939. 
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particles with which must be associated an ion atmosphere of opposite sign. 
Accordingly there arc electrostatic forces tending to counteract the dispers- 
ing effect of Brownian movement and cause the system to separate into a 
dense solid phase in ci|iii1ilH‘iiiiii with its saturated solution, the concen- 
tration of which is that at which osmotic and electrostatic forces balance 
each other. Thus, to account fr^r the fact that the particles actually remain 
separated by thick atmospheres of water, we require an additional repulsive 
force instead of the attractive force postulated by Freuinllich and others. 
This repulsive force is identified, in the various theories referred to above, 
with the electrostatic repulsion between suspended particles with over- 
lapping ion atmospheres; the case resembles the electrostatic problem pre- 
sented by the interaction of att)ms, with the important difference that the 
size and shape of the micelles have to be taken inlo account. Theoretical 
expressions for infinite plane,^®^^ ^plieru'id ’*' ' and cylindricaP^*^^' particles 
api)ear to account for the stability of the paracrystalline solutions and for 
the charact eristic swelling of the lattice by continuous penetration of water 
into the lattice sj)aecs. The phenomenon has its counterpart in the swelling 
of gels,^^^** in the shrinkage of the unit cell of protein crystals on dehydra- 
tioii,2a5a^ii j fj()|il)tlessalso in changes in the degree of dispersion of chromatin 
during cell division. 

The biological iin])r)rtanec of paracrystals in general can hardly be over- 
estimated. It is almost superfluous to mention how much of our knowledge 
of the fine structure of cells depends upon the ubiquity of this state of matter 
in jn’otoplasm and upon the very convenient and significant fact that the 
birefringence of oriented protein happens to be positive, and that of the 
lipoids and nucleic acid negative. And Riune has pointed out how 
singularly well fitted the paracrystalline state is to provide complex forms 
in which organization and lability can be combined to an unique degree. 

5. The Structure of Fibers.— a). (Mcner at features of crystallization of 
linear polymers . — The typical fiber, according to present kiiowlerlgc, is a 
linear polymeric system which owes its most characteristic properties to 
those same peculiarities of elongated molecules which we have seen to be 
responsible f[)r their behavior in solution : that is, to their length, flexibility, 
variable size, and the kinetic independence of segments within a single 
molecule. It follows that in such systems, perfect crystalline regularity is 
ail extreme rarity; invariably there are structural defects and sometimes 
regions of disorder which imjiose their amorphous character upon the 
tangible qualities of the substance. There are several sources of irregu- 
larity. Defects arise from simultaneous crystallization at several nuclei 
within a single covalent chain, and are promoted by the thermal motions 

2S6por dtsrussion of ike binlngiral importancB of paracrystals and of the value of the 
polarization micros cope in the elucidation of fine strueture, the reader cannot do better than 
to ronsult the two books by W. J. Srhmidt: 1. Die Dausteine des Tierkorpers in polarisiertem 
Lichte: Gohen, Bonn, 1924; 2. Die Doppelbreehung von Karyoplasina, ZytDulasma, uim 
Metaplasma: Borntraeger, Berlin, 1937. 
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of the chains, since simultaneous crystallization at several positions may 
freeze” a chain in some irrepilar confipiratinn and result in a ])olycrystal- 
liiie material willi a nearly raniloin distribution of crystal axes. In extreme 
cases, as in rubber, tliermal motion may result in nearly complete; disorder. 
Added to th(‘se sources of elel'eet are the effects of dispirsity of molecular 
weight, or irregularities in the intramolecular patlern (resulting perhaps 
from co))olymerization or other cdiemical complication), and the presence of 
amr)rphDUS inclusions or foreign bt)flies. In general, however, despite these 
numerous influences, there is sufficient interaction between chain segments, 
and enough perioflicity over short lengths of chain, to give a structure with 
marked orii*ntation of crystal axes and a marked tendency for the chains 
to assume more or less extcndi^d forms. In the crystalline regions, the 
preferred form of the chains is C’ouditioned by such factors as the nature 
and size of substituent groups and the presence of ring structures or double 
bonds. 

The mechanical behavior of a fiber is determined largely by the opposing 
tendencies of crystallization and the ranilom coiling of the chain molecules. 
The contrast between the brittleness of sucrose and glycine and the flexibility 
of cellulose and hair^**^ illustrates well enough the difference between a per- 
fectly crystalline material and its etpially coinlensed but highly disordered 
counterjiart. The physical basis of other properties of condensed linear 
polymers will become evident in the ensuing paragraphs. 

h). Pvndiwnticff of X -rat/ diagrams attcndanl aponthe crystallographic imper- 
fection of fibers^ and the resulting difficulties of structure analysis. — When a 
polycrysialliiie speeiiiieii is without any oripiitation of crystal axes, it yields a 
powder diagram wlieii examined with X-rays. More coiniiioiily, examination 
results in a fiber pattern: one which resembles on tJie one hand a rDtation 
diagram for a single crystal (although obtained without moving the speeimen), 
and, DU tlie other hand, a powder diagram in which certain ares of the Debye- 
Scherrer rings are enhaneed. Fiber diagrams result from an approximately 
parallel alignment of one crystallographic axis of the crystallites, while the 
remaining axes are disposed at random. Certain peculiarities of the X-ray 
diagrams of such speeiinens arise from their poly crystalline nature: 

(i). Reflections often fall on the meridian (the line through the origin at 
right angles to the equator); they arise therefore from basal planes tilted with 
respect to the fiber axis. Such “diatropie” reflections, improbable from an 
accurately mounted single crystal, result from the imperfect axial alignment of 
the crystallites, and are often valuable in determining the identity period along a 
fiber axis. The imperfect alignment may be a random tilt or it may result 
from special cireumstances, such as spiral arrangement of crystallites, or both. 

(li). The spots on a fiber diagram usually lack the sharp definition of a single 
crystal diagram; their more or less diffuse character is a consequence of imperfect 
resolution by a laitice of limited extent — a phenomenon with a well-known 


Lf. E. Snuter, Ztsehr. f. physik. (^heiii., 36B: 117, 1937. 
2 HS X. Kuho, Naturwis.spiisehnflpn, 27: Z7H, 19,S,9. 
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optical counterpart in line gratings with a small number of rulings. The 
effect can be put to good use, if the intensity distribution over each spot can be 
measured, in determining the size of the crystallites; there are, however, alter- 
native explanations, such as the effect' of internal stresses on lattice constants, 
and the somewhat irregular large spaciiigs are perhaps more reliably measured 
by the observation of diffuse reflections at angles of deviation of about 1° from 
the origin. 

(iiV). A relatively sharp definition of tlie layer lines, corresponding to 
regular axial periodicity, may be accompanied by spreading of the reflections 
along the layer lines. Tliis indicates a certain scatter of lattice plane separa- 
tions in the axial zone, and in studies of keratin it has been taken as evidence 
for the penetration of water into the crystallites, introducing a lattice 
distortion. 

r). Methods of improving orientation in fibers. — It is clear that a detailed 
knowledge of fiber structure may depend upon the possibility f)f obtaining 
specimens with an ade[[uatc extent of crystallized regions, preferentially 
oriented, if this be piKssible, with all three axes parallel. Occasionally, natural 
sources of highly oriented material are available; the cellulose in the cell wall of 
Valonia or llalieystis, for example, and the fiber of natural silk. Such 
examples are not very common and even nalural silk can lie made much 
stronger by causing the silk worm to produce it under tension. Stretching 
is often effective in producing oriented sjiecimens; fibers^®' or sheet s‘^®^ of 
myosin or of ccllulose^®^ are more highly orienteil if dried iiinler tiusion, while 
rubber-*^''* and certain related synthetic products such as the polyvinyl deriva- 
tives^®^ and polyisobiitylene"®® actually remain oriented only as long as the 
tension is maintained. The orientation which aceoiiipanies viscous or plastic 
flow of solutions or melts of linear molecules is also inaile use of in the formation 
of oriented sheets or fibers by extrusion through a ilie, the paracrystallinc 
groupings formed during flow tending to persist in the transition to the soliil 
state. Other mechanical devices are known and are of coiisiflerablc industrial 
importance, such as the calenilering or rolling of a plasticized malerial, which 
involves boLli stretching and lateral compression. Jn some cases, lateral com- 
jiressioii even induces parallelism of the crystallites with respect to a second 
crystallographic axis in addition to the fdier axis,-®® an occurrence which seems 
to imply a relation between their morphological and axial dimensions. This 

289 pf llnigg. The Prystalliiie Slali*: Hell, London, lf)J3, p. IHK. 

290 Asthury and 11. ,1. WiMids, I’hil. Tr. Roy. Him*., 232A ; .S.SJi, lIKtS. 

2“^ □. L. Hponsler, Natiirp, 125: B.i.S, 1!W0; cf. R. I). Rreston, Bird, llev , 14: 281, 

^'’^11. Mark, 1W:U, cited by K. Houwink, Klastieity, Plasticity and Hlrurture of Matter, 
University Press, Painhridge, 11)37. 

Q. Bnehiii and 11. II. Weher, Kidhiid-Ztsehr., 61: lf)32. 

294 ^ 'p A.slbiiry and S. Dickinsnn, Pnic. Roy. Hoc., 129B : .41)7, 1941). 

E. Hauter, Ztsrhr. f. physik. Uhein., 36B : 8.4, 1947. 

J. R. K.atz, Naturwisseiischafteii, 13: 411), 1925; cf. L. llnck, Kidhdd-Ztsehr., 36: 41), 
1924. 

2®‘^L. Misi h and L. E. R. Piekeii, Ztsrhr. f. pliysik. riipiii,, 36B : 3.98, 1937; F. Halle and 
W. Ilofinann, NaLurwissenschaftc*ii, 23: 771), 1.93,5. 

R. Brill, and F. Halle, Naliirwissenschafteii, 2B : 12, 1938; V. S- Fuller, U J. Frosch, and 
N. R. Pape, J. Am. Chein. Hue., 62: 191)5, 1941). 

299 Tf. f). Kralky anil II. Mark, Ztsrhr. f. physik. f'hem., 36B : 12.9, 1.937. 
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has been of value in identifying certain spacings in moist keratin^"*^ and has made 
possible the production of rotation diagrams of cellulose. 

In the case of fusible polymers, crystallization may be promoted by solidifi> 
cation near the melting-point or by annealing after the melt has been quenched. 
The rate of crystallization varies greatly with the nature of the chains and their 
degree of interaction, depending in all probability upon rotational freedom;®®^ 
the process is essentially the same, in reverse, as that which produces increased 
symmetry in crystalline paraffins on heating, and is accompanied by disappear- 
ance of diatropic reflections and resolution of certain layer line reflections,^®'^ 
while the latter is revealed by their coalescence.^®^ The same result is often 
obtained at room temperature by exposing the substance to the vapor of a 
suitable solvent, which penetrates between the chains, ruptures hydrogen 
bonds, and thus promotes free rotation.'*®® Undoubtedly the same meclianisra 
plays a part in the formation of an extremely higldy oriented native cellulose 
from cellulose hydrate by heating in glycerol at 25D°C,^®^ a procedure that has 
made possible the production of very sharp and detailed X-ray diagrams.®”^ 

d). The crystal structure of certain synthetic 'polymers . — After all such 
procedures have been tried, a fiber photograph of natural material is usually 
still far from perfect. Added to this serious source of difficulty in carrying 
out an X-ray analysis of the crystallized component is the uncertainty which 
often surrounds the chemical constitution of naturally ni-eiirring substances 
— a difficulty which, in the past, lias perhaps caused true progress to be 
simulaleil by mere facile juggling with analogy and numerical coincidence. 
The study of synthetic materials of known constitution, with its almost 
infinite scope for the controlled change of parameters, would seem to off*er a 
more solid basis for an understanding of the architecture of natural polymers. 
Such investigate [)iis, impelled by the exigencies of industrial development 
and issuing largely from commercial laboratories, are in their infancy, still 
greatly outnumbered by those dealing with rubber and the textile fibers. 
Although some important principles of fiber structure have been deduced 
from this more numerous group of early studies, which include the celebrated 
researches of Meyer and Mark and of Astbury, we shall begin more logically 
by referring to certain simple synthetic polymers. 

It must be remembered that the advantage of a definite chemical con- 
stitution is by no means easily achieved in practice; perhaps the lack of 
any systematic work on structures is due largely to the difficulty of insuring 
uniformity of molecular size and constitution. We shall refer here only to 

:in() 'p Astbury and W. A. Sisson, Priic. Roy. Sor., 16DA: 533, 1935. 

SaulLT, Zls[:lir. f. physik. rheiii., 37B: IGl, 1937. 

3U2 Baker, V. S. Fuller, and N. R. Pape, J. Am. rhern. Soc., B4: 7715, 1.942. 

Cf. M, Mathieu, Tr. Faraday Soi*-, 29: 122, 1933; V. S. Fuller, W. D. Baker, and N. R, 
Pape, J. Am. Chen. Soc., 62: 3275, 1940. 

:)n4 g Fuller, W. 0. Baker, and N. R. Pape, ,T. Am. Chem. Soi-., 52 : 3275, 194D. 

A. Mueller, Pror. Roy. Soc., 127A: 417, 1930. 

3LIB ^ Q Baker, (\ S. Fuller, and N. R. Pape, .1. Ain. Chem. Soi ., 54: 7715, 1942. 

307 p_ Kubo, Naturwi.ssen.sihaften, 27; 273, 1939. 
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])f)lyniers formed from reactants and by processes which seem to preclude 
the formation of branched chains. We shall, moreover, take for granted 
the coexistence in these preparations of crystalline and disordered states, 
ignoring those changes in the X-ray pattern, such as improved definition, 
resolution of fused lines, and so on, which merely provide an index to the 
degree of orientation, anil shall consider only the structure of the crystalline 
portion. 

The most definite information is often obtained from the identity period 
ill the direction of tlie fiber axis. In a short chain paraffin crystal with n 
carbon atoms the identity period is determined by the jireseiice of basal 
planes separated by the length of the extended zig-zag carbon chains, if 
these are vertical to the basal plane, or by the vertical components of the 
chain length, if they are tilted, while a secondary period, indicated by an 
enhanced intensity of the n/2 order basal rcflccti[)n, corresponds to the 
length of two carbon-carbon linkages resolved in the direction normal to 
the basal plane. In a high polymer of the polymethylene type, on the other 
hand, the long spacing is absent because the chains overlap; the only identity 
period observed is that corresponding to the doubled bond-length. This 
bidiavior is readily modified if the uniformity and inertness of the methylene 
chain is disturbed by almost any means, such as the introduction of a double 
bond, of a polar group, or a bulky substituent. The simplest case is found 
when j)olar groups are introduced with strict periodicity; these provide 
centers of crystallization or lateral cohesion along the chain-lengths and 
generate characteristic reflecting planes which, assuming the function of the 
basal planes in crystals of short chain aliphatic compounds, again give a long 
identity period. Polyvinyl alcohol and various linear polyamides and 
polyesters provide iiiLcresting examples of such intramolecular identity 
periods. The chief effect of inert substituents, of ilouble bonds, and 
of chains linked up by oxygen atoms, seems to be a distortion of the 
chain from the plane zig-zig form into some kind of helix or spiral, which 
gives a long identity period corresponding to the pitch of the screw and a 
decreased interatomic sub-period. 

The reasons for this are probably various. In polychloroprenc, (•CH 2 ’- 
CH:CC1CH2 )„, the identity period is 4.8 in rubber, or polysioprene, 

( CHz CHiC [CH 3 ) CH 2 )7i, it is 8.2 rather less than twice the polychloro- 
prene value, corresponding to the distance between alternate methyl groups, 
with a cuntrai'tiun of the fully extended chain by about 0.35 A per pair of chain 
atoms. In polyisobutylcne, (■CH 2 *C(CH 3 ) 2 )n, the identity period is 18. () 

^ 310,311 with a very strong eighth layer line and a sub-period 2.33 A;’’^^ thus 

SDH \)y R. Brill and F. Halle, with an ineorrei-L referpni-e to W. H. Carothers; ef. 

W. II. C'arotluTs, Ind. Eng. Chern., 26: 3D, 1934. 

Cf. K. H. Meyer and II. Mark, Der Aufhau der horhpDlyrneren organisrhen Naturstoffe: 
Akad. Verlagsges., Leipzig, 1.939, p. 193. 

R. Brill and F. Halle, Naturwissenschaften, 26: 12, 19.38. 

V. S. Fuller, [\ J. Frnsr-h, and N. R. Pape, J. Am. Them. Son., 52: 1995, 1949. 
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there are eight isobutylene units in the fiber period, and it has been suggested^ 
that suecessive methyl group pairs are rotated tlirough 45°, completing tlie 
cycle within the fiber period. This is presumably a chain distortion arising 
from steric efteets and is reminiscent of the twisting of the C — C bond in 
ethane. TJie presenee of glyeol or elJier linkages in the eliaiii likewise 
causes a helical form to be assumed: the effect is marked in polyoxymethylene, 
and polyethylene oxide, (•CH 2 ‘CH 2*0 )«,^i3 even to be 

discerned in the polyethylene esters of dibasic acids, particularly in the 
succinate.'**'* 

Returning to the question of extended chains interlinked by polar groups, 
we find several points interestingly illustrated in recent papers. Polyvinyl 
alcohol has received a comparatively complete structure analysis,'***' suggesting 
the presence of double chains associated through hydrogen bonds (Fig. 19) 
and linked to neighboring pairs only by residual forces. In the linear poly- 



Ftg. 1,0.- - Prystal structure of jxdyvinyl nlrohol, showing llie part player! by hydrogen 
bonds (dolled lines). 

Open circles: oxygen. 
hl[).sed circles: carbon. 

(Tla snd uptm the projections given by R. [\L. Mooney, J. Ain. rheiii. Snc., 53: 2828, 1941.) 

ethylene esters of carbon chain type 2: {m + 2) (i.e., f)- (CH 2)2 0‘ CO- (CH 2 )m‘- 
CO’)«)“*‘* and polyamides of type p: (m + 2) (i.e., -NH- (CH 2 )p-NH- CO*- 
(CH 2 )ot’CO )„),^*^ the same principle operates, but the actual mode of align- 
ment of polar groups is somewhat more complex. In both eases, the fiber 
period corresponds to the length of the repeating chemical unit if this is assumed 
to have the form of a slightly contracted or a slightly tilted chain. The poly- 
esters also show a strong reflection of spacing 2.1,1 A, attributed to an oblique 
plane containing two carbon atoms (Fig. 20). In the “even” esters, represented 
by the suberate (m = ti), this reflection is the 6th order of a large pinacoidaP*® 

E. Sautcr, Ztschr. f, physik. t’hcm., ZlB : 161, 1933. 

E. Sautcr, ihifJ., ZlB : 186, 1933. 

V. S. Fuller and V. J. Fro.seh, J. Phys. riicm., 43 : 323, 1939. 

^*®R. L. Mnoiipy, J. .\iii. Chem. Sor*., 63: 2828, 1941; cf. E. Ilalle and W. Hofmann, 
Naturwissenschaflcn, Z3: 779, 193.5. 

(314). 

W. O. Baker and S. Fuller, J. Am. Fhciu. Soc., 64 : 2399, 1942. 

318 “pyTainidal” according to Fuller, Pinacoid: denoting “forms consisting of only two 
parallel faces. . . . Each form would, if indefinitely extended, present the appearnnee of a, 
board or plank.” — W. J. Lewis, A Treatise on t’ry.stallography: Ihiivcrsity Press, Cambridge, 
1897, p. 154. 
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spacing formed apparently by a longitudinal displacement of carbonyl groups in 
neighboring chains (Fig. 20), while there are alst) strong twelfth order layer 
line reflections, showing that the carbon atoms arc disjjosed in horizontal 
planes. The azelate (m = 7) gives no pinaeoidal reflections; apparently here 
the repeating units are exactly aligned, giving horizontal reflecting planes and 
an orthorhombic unit cell closely analogous to that of the paraffins (Fig. 20). 
The sitiiation is rather less definite in the polyamides, but it appears that here 



0 5 10 

Fig. 20. Prnjections illus I rating long sparings in syrillielie polymers containing polar 
groups (schematic). Base^ on the results of Baker, F'rosch, Fuller, and Pape, References 
in text. 

Black circles; carbon. 

Heavy open circles: nitrogen. 

Light open circles: oxygen. 

Left: “Even” polyethylene esters, illustrated by poly ethylene suberate. Pinaeoidal planes 
with a maximum density of polar groups are indicated by the heavy lines These give rise to 
long spacings, which arc subdivided by the planes of spa cing 2.13 A involving two carbon atoms 
ip each chain, luher subperiods of 1.27 A, the distance between carbon atoms in the axial 
direction, are also present. The details have not been worked out: in particular, the oxygen- 
oxygen distance between chains is improbably sinalldn the arrangement shown. 

Right: Showing that the formation of sueh pinaeoidal planes is improbable in “odd” 
polymers for geoineLrical reasons. The example given is based upon the properties of the 
J)-9 copolyamide, but with each methylene chain shortened by two CHj groups for convenience 
in drawing. It is clear that the maximum amount of polar association is obtained when the 
polar regions are planes perpendicular to the fiber axis. 

the interchain association of imido and carbonyl groups may lead again to the 
formation of inclined planes when p and m are even, while the corresponding 
planes are horizontal when p and m are odd (Fig. 2D). 

The polyamide diagrams show a certain amount of disorder resulting 
probably from chain inversion. A similar effect can be produced when the 
periodicity of the dipoles is upset by copolymerization; a polymer formed, for 
example, from an equimolar mixture of the diamines p = 6 and 10 and the acids 
m = 4 and 8 will contain segments of the 6 ; 6, 6 : 10, and 10:10 units distributed 
at random along the chain. The fiber periods of these copolymers are strikingly 
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different from those of the several simple polymers and have so far defied 
intE'rprrtation. It is, however, notew^orthy tliat the eoiiieidenees of polnr 
groups arc siiffiei eti I lyniimeroi IS for crystallization 1o oeeiir. Jn other iiistant*es, 
as for exaiiiijlc in polyvinyl aectate, *^® the disorder resiiltiug from I he irregular 
serpieiiee in orientation of acetyl groups and the presence of uiiesterified 
hydroxyls may destroy any semblance of crystallinity beyond the mere para- 
erystalline alignment of chains. 

e). The rnechaniral properties of linear polymers . — The extent and 
stability of the crystallized regions in linear polymers arc major factors in 
determining their ineebanical properties. The chains possess in varying 
degree an inherent tenrlency io assume randnndy curled configurations; if 
unopposed by a considerable density iif interacting groups, by the presence 
of ring systems which lend a certain rigiility to the chains, or by mechanical 
forces apjdied externally, this tendency may cause the substance to have 
the disordered character of a liquid. Upon this property is imposed 
mechanical toughness arising from the entanglement and overlapping of 
long curled chains, and a rubber-like extensibility attributable to the ease 
with which they can be stretched into an extended configuration. The 
stretching may be accompanied by crystallization, with an appropriate 
increase in density and evolution of heat, the chains then assuming a final 
form — fully extended or helical, as the case may be — that is not distorted 
by any further increase in the applied stress. Although the conditions for 
rubber-like behavior arc not completely understood, there is little doubt 
that flexible, inert chains with an open structure'*^'^-^^^ arc a primary requi- 
site; the simple poly methylenes do not satisfy this®^^ because of the close 
packing of their chains, which are subject to dispersion forces over a wide 
area, while polyisoprene, poly chi or opr ene and polyisobutylene are typically 
rubber-like. 

When stretched and crystalline, these substances are more rigid than 
in the relaxed condition this is so when the crystallinity is maintained 
either by continued application of stress or by cooling to a temperature at 
which the lattice forces exceed the thermal forces of disorientation. The 
same is true of polymers which, by virtue of their polar character, do not 
spontaneously revert to a disordered state at ordinary temperatures. It 
is widely agreed that fibers of these substances owe their flexibility partly to 
the pliable fibrillar portions, those regions of loose nr defective structure that 
interlink the crystallites, and partly to the loosening of lateral forces within 
the lattice by the presence of bulky substituents or small molecular pene- 


(7. L. Misrh and L. E. 11. Picken, Ztschr. f. physik. Chem., 3BB: 308, 1037. 
jan jj Mark, J. Phys. rhem., 44: 7B4, 1040. 

rf. R. Houwink, p. B5 of ref. (202). 

322 H. Meyer and H. Mark, p. 201 of ref. (309). 

32.T Meyer and Mark p. 202 of ref. (309). 

(7. W. O. Baker and t\ S. Puller, J. Am. Them. Sor., B4: 2300, 1042. 
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trants which dimini.sh the effects of hydrogen bon ding. Such plasticized 
fibers have something of the toughness and flexibility of rubber without its 
long range extensibility. Increased crystallinity and increased density of 
strongly reactive groups, on the other hand, result in more rigid, strong, and 
in extensible fibers. 

/). Cellulose . — Of the naturally occurring fibers, cellulose has received 
the greatest attention. In the various forms in which it has been sLurlied 
it illustrates most of the known principles of fiber organization, being inileed 
the parent structure from which these principles were deduced. The prop- 
erties of cellulose are probably due in the main to a single substance, a linear 
polymer of eellobiose (4-/(3-rf-glucosido-f/-glucose)^“® the long and compara- 
tively rigid chains of which have a strong tendency, by virtue of hydrogen 
bonding, to form crystalliles; these, often incorporating the ends of several 
polymer chains, but never extending along their entire length, are inter- 
connected at random by the loose, flexible strings of single chains emerging 
from them.^^^ The effect of stretching fibers and oriented sliecLs of cellulose 
are roughly what would be expected from such a structure, being highly 
flependeiit upon the general direction of the chains in relatitm to the direc- 
tion of the applied stress. In cotton anil ramie and in the very highly 
oriented Lilicnfeld rayon, the chains nearly coincide with the fiber axis. 
These fibers are strong anil relatively inextcnsible; in flax, Young’s modulus 
may be nearly as high as the value calculated for stretching the covalent 
single bond between carbon atoms. Ray[)n, on the oilier lianil, with 
transversely oriented chains, is ductile and can be stretch erl by as much as 
30%. The rupture stress is similarly anisotropic. When strcsseil in the 
ilirection of the chains, a fiber can be broken cither by pulling the ends of 
the chains out from the crystallites, or by breaking covalent bonds. The 
extremely high tensile strength of well-made fibers bears out this stateinciiL 
of the possible mechanisms of rupture'^^'**^^® without excluding either. 

It has been guesseil, from the angular width of the X-ray spots^-*® and by 
the observation of diffuse reflections near the origin that the crystallites 
in cellulose are at least 50 A witle and more than 600 A long, but it is improb- 
able that they are as uniforin in size and shape as this result might suggest. 
Concerning their structure, it may be asserterl that only the most elementary 
features are well established. 

326 Q Uaker, V. S. Kullpr, and N. R. Pape, J. Am. riuMii. 64: 776, 1042. 

J2b Por the chemifal evidence see, for example, K. H. Meyer and H. Mark, ref. (flDl)), 
ehap. V, and II. Staudinger, Die hoehmolekularen organist-hen A'erhinduiigen: Kautsi-liuk 
and Cellulose: Springer, Berlin, 1.0152. 

327 f^f. A. Frey-Wissling, Proinplasma, 26: 261, 1936; D. Kratky and II. Mark, Ztarlir f. 
physik. rhern., 3BB: 129, 1937; E. Saiiter, Ztsrhr. f. physik. I’hem., 36B: 117, 1937; H. Mark, 
J. Phys. Them,, 44: 764, 1940. At-i-ording Lo earlier views, Ihe erystallites or mii-elles forinetl 
disrrete units: if. Meyer and Mark ref. (31)9), pp. 115 ff; H. Trogus and K. Hess, Ber. d. 
deulsL-h. L-hem. ties., 6B: 1695, 1935; K. II. Meyer, Kidlnid-Ztsehr., 53: 8, 1930. 

K. H. Meyer and W. Lotmar, Ilelvet. ehem. aela, 19: 68, 193B. 

329 II. Mark, J. Phys. Phem., 44: 761, 1.049. 
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Most of the observed reflections, which have with recent technical advances 
become quite numerous,^^® can be referred almost equally welP®^ to either of 
two unit cells with a common fiber axis (b) of 1[).3-1D.4 A, the length o' one 
anhydrocellobiose unit. The a and c axes of the two cells stand in approxi- 
mately diagonal relationship to each other*^* as shown in Fig. 21, with some 
uncertainty as to whether they are orthorhombic (/S = 90°) or monoclinic 
{P around 84°). The larger celP^“ contains four and the smaller celP®^ two 



Fifj. 21.— Crystal structure of celluluse. 

Fpper lefl : basal projeulioii showing the packing of chains in cellulose. The arraiigpiiieiit 
can he referred to either of two unit cells, the dimensions of which are shown. 

tapper right: showing the indexing of certain planes in the \wn unit cells. The plane 
[003) in the larger cell obviously ciinnot be indexed rationally with reference to the smaller 
cell. 

Lower left: projeclion of the cellobiosc molecule according to K. H. Meyer and L. Misch, 
Helvet. chem. acta, 2D: 232, 1937. 

Lower right: cellulose: projection on the plane (DLU) of the small unit cell, showing the 
presence of reversed chains as proposed by Meyer and Misch, lov. cif. 

anhydrocellobiose units. When certain artefacts in the experimental data^^® 
have been disposed of^^® the only reason for preferring the larger cell is the 
questionablB exi.steiictP^^ of a reflection parallel to (101) in the small cell which 

Cf. E. Sauter, Ztschr. f. physik. Chcui., 37B: 161, 1937. 

E. Sauter, Ztschr. f. physik. rheiii., 43B: 294, 1939. 

332 Bragg, Nature, 126: B34, 1939. 

333 Orthorhombic form: O. Spon.sler, J. Gen. Physiol., 9: 221, 1925; i7Wr/., 9: 677, 1926; 
Nature, 125 : 63,3, 1939. Monoclinic form: E. Sauter, Ztschr. f. physik. Chem., 36B : K3, 1937. 

334 Orthorhombic: M. Polunyi, Naturwissenschafteii, 9: 288, 1.921. Monoclinic: K. H. 
Meyer and H. Mark, ref. (64), pp. 94 ff. 

333 E. Sauter, Ztschr. f. physik. (^hem., 35B : 83, 1937. 

333 H. Kiessig, Ztsrhr. f. physik. Chem., 43B: 79, 1939; cf. R. Corey and R. W. Wyckoff, 
J. Biol. Chem., 114: 407, 1930; 11. Mark and K. H. Meyer, Ztschr. f. physik. Chem., 3BB : 232, 
1937. 

337 E. Sauter, Ztschr. f. physik. Chem., 36B: 83, 1937; II. Kiessig, i&^d.,43B: 79, 1939; 
H. Mark and K. H. Meyer, ibid., 36B; 232, 1937; cf. E. Sauter, ibid.f 43B : 294, 1039. 
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requires a doubling of the axial lengths for its rational indexing. Thus (IDl) 
in the small eell becomes (()[)2) in the large, and the questionable reflection can 
be indexed as (003). The spreading of certain reflections from planes at 45° 
to (101) [small cell) along the Debyc-Scherrer circle containing the disputed 
reflection is, however, so great that it cannot be certain whether the latter is 
really present. It is agreed that the arc in question is composite.'*'^® 

The presumed molecular dimensions of cellobiose are consistent with the 
orientation of the chains in the manner shown in Fig. 21. This arrangement 
gives rise, however, to certain difficulties, since the cellobiose unit as ordinarily 
conceived possesses a digoiial screw axis,'*^® a circumstance that demands 
sy.stematic extinction of the odd orders of the basal reflection (Okf)). Actually, 
certain of these forbidden diatropic reflections are present, although with very 
low intensity. It is quite likely that extension of recent work on the struc- 
ture of of-glucosamine will explain this puzzling fact; for the present we 
have only the tentative suggestion^^^ that the exacting requirements of 
hydrogen bonding between cellobiose chains distributed statistically in the 
axial "direction b and —b may cause a slight displacement of the oxygen 
atoms 6 and 6'. This ilistortioii, generating, in effect, a twofold symmetry 
axis through oxygen atom no. 4 perpendicular to the plane of the rings, will 
make the direct and reversed chains almost exactly superimposable, ainl there- 
fore equivalent, from the point of view of molecular packing. At tlie same 
time, the digonal screw axis will be abolished. 

g). Protein fibers . — It may be claimed with little hesitation that the 
insoluble proteins have the essential properties of linear polymers which 
occur in characteristic fibrous or laminar habit, the laminar forms being 
themselves composed of matted fibrils. This is true not only of the well- 
known thread-like proteins such as silk, hair, wool, and tendon, but also 
of the contractile elements of muscle. If it is reasonable to link this 
universal property with the hypothe.sis of polypeptide chains, it is necessary 
to attribute the great diversity of properties within the group to the diverse 
nature of the side-chains, the interaction of which may be supposetl to 
determine the particular form assumed by the peptide backbone under 
given conditions. Postulating such a .structure, it is equally reasonable to 
expect to find in the fibrous proteins that juxtaposition of order and disor- 

E. Sauter, Ztschr. f. phy.sik. (^heni., 43B : 204, 19.S.9; rf. E. E. P ox, Plierri. Soc. Ann. Rep., 
34; 17B, 1037. 

K. H. Meyer and II. Mark ref. (3D9), p. 111. 

Digonal strew fixls; “The operation of an n-fold screw axis rotates the structure 
through an angle ^rr/n and simultaneim.sly translates it parallel to the axis ... ” W. L. 
Bragg, The Crystalline State: Bell, London 1933, p. 7B. 

K H. Meyer and H. Mark, ref. (309), p. 108; E. Sauter, Ztschr. f, physik. Chem., 3BB : 
83, 1037; E Sauter, ibid., 37B: IBl, 1037; H. Kiessig, ibid., 43B; 79, 1939; t f. prdemic between 
E. Sauter, ibid., 3BB: 427, 1937 and H. Mark and K. H. Meyer, ibid., 35B: 232, 1037; ibid., 
3BB : 395, 1938. 

3«E. G. Cox, Chem. Soc. Ann. Rep., 34: 17B, 1937. 

Cf. A. L. von Muralt and J. T. Edsall, J. Biol. Chem., 89 ; 351, 1930; G. Boehm and 
H. H. Weber, Kolloid- Ztschr., 81; 269, 1932; and W. O. Fenn’s article in this book; Sec. 7. 
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(]vT, anti that correlation between mechanical ami chemical properties, that 
we rl escribed in the synthetic polymers. 

A limiting; case is that in which the polypeptide chains arc present in the 
fully extended form. The X-ray pattern of native silk fibroin, with a unit 
cell 9.68 X 7.00 X 8.80 A, /0 = 75°50',^^^ containing four alanylglycyl 
residues, has been interpreted^"^^ in this sense, the unit translation 7.00 A 
representing the length of two peptide linkages. With this is correlateil the 
antirij)ate(l very small breaking strain. A similar X-ray pattern, rererrerl 
to by the prefix /0, and somewhat similar mechanical proj)erties, are charac- 
teristic of feather and rej)tilian keratin in the natural state^'"^ and also of 
other forms of keratin^'^'^ and of niyosin^^^ when these are stretched under 
suitable conditions to the maximum extent; an increased c-translation in 
the unit cell (9.8 A) is correlated with the presence of longer side-chains 
than the methyl grnnj)s of silk. 

Most native or unst retched keratins^^*^ and myosin in relaxed dried 
muscle^'^'^ give almost identical X-ray patterns (a) which are quite different 
from the /3-diagram. The siile-ehain spacing, 9.8 A, is retained, but there 
is a pronouneefl axial period of about 5.1 A, while the a-translatinn in keratin 
has been given as 27 A. Although these facts point clearly to a chain folded 
‘in some regular manner in the plane perpendicular to the side-chains, the 
form of the folds is by no means establisherl; recent speculations,'’^*^ however, 
improve greatly upon the earlier ones. Whatever the structure of a-keratin, 
it is certain that the intramidecular transformation to the /6-form is a com- 
plex one involving rupture of several types t)f lijikage, for the mechanical 
properties of this substance arc remarkably iniricaLe. The maximum 
extension, corresponding 1o complete transformation to the /6-form, is about 
1D0%. The first 2r)% is without effect upon the X-ray pattern and is 
attributed to unfolding of the chains in tlie amorphous regions of the fiber; 
the next 36% requires the presence of moisture and is accompanied by some 
change in the X-ray diagram. These changes are reversible; the complete 
transformation requires heating in steam or immersion in sodium hydroxide 
solution and is irreversible. The fiber stretched in steam or alkali, having 
evidently suffered hydrolytic rupture of certain linkages, is in a labile con- 
dition, and its behavif)r depends upon the conilitioiis under which new 
linkages are permitted to establish themselves. Plunged into cold water, 
the stretched fiber retains its maximum length and can only be causetl to 

R. (). ITerzoK and \V. Janrke, cited hy K- H- Mpypr and 11. Mark, ref. p. 221; 

R. Brill, Lirhig’s Anntilm der Chiniie, 434: 2IJ4, X. 11. Meypr and II. Mark, llpr. d. 

deiilsfh. cliein. fjrps., 61: 1932, lf)2H. 

345 'p Astbury and T. V. Marwick, Nature, 13D; SD9, 1932; W. T. Aslbury, Tr. Paraday 
Snc., 29: 193, 1933; l^old vSpring Harbor Syiup., 2 : 15, 1934; Kolloid-Ztsehr., 59: 340, 1934; 
('ouipt rend d. trav. du lab. Carlsberg, 22: 45, 1938. 

34B Astbury and A. Street, Phil. Tr. Rny. Sou., 230A: 75, 1932; W. T. Astbury and 

H. J. Woods, ibid.. 323A: 333, 1.933. 

W. T. Astbury and S. Dickinson, Proi*. Roy. Sot-., 129B : 397, 1.941). 

34B p Astbury and P. O. Rell, liJature, 147: 6.96, 1941; cf. W. T. Astbury and H. J. 
Woods, Phil. Tr. Roy. Soc., 323A: 333, 1933. 
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contract by being reheated; if allowed to relax in steam or alkali, the fiber 
beeoii^s much shorter than its original unstretched length (“super- 
contraction”) and after this process, probably one involving principally 
the non crystalline regions, and occurring, therefore, without any necessary 
accompaniment of altered reflecting power of X-rays, it can be reversibly 
and completely transformed to the /0-state by stretching at ordinary 
temperatures. 

The linkages in myosin are considerably more labile than in keratin — 
a fact that has been associated with the smaller sulfur CMintent of the former 
protein, anil the consequently diminished importance of covalent — S — S — 
linkages between neighboring chains.'*^® Myosin may be caused all the 
more reatlily to supercontraet, which it may do, indeed, while still in the 
a-form, without previous stretching. 

The remaining proteins which have received attention appear to exist in 
forms analogous to /0 and siipercoiitracted keratin, with important ditt’erenees. 
The X-ray diagram of collagen, tlic chief prolein of connective tissue, tendon, 
and cartilage, can be referred to a unit cell f>.5 A long in the direction of the fiber 
axis, corresponding to a residue length 3.!25 A and suggesting a somewliat con- 
tracted chain. The supercontraelion of collagen to about one quarter its 
original lengtli is well known, being produced by very moilerate lieatiiig; the 
substaiiee becomes rubber-like. Gelatin, a partly hydrolyzed collagtui, resem- 
bles supercontracted collagen in tliat stretching causes the amorphous X-ray 
pattern to be replaced by the fiber pattern typical of native collagen. Elas- 
toidin, the material comprising certain supporting fibers in the fins of elasmo- 
hranehs, resembles collagen in being transformed on heating to a supereon- 
tracted forin'^’’^ which, according to the evidence of the X-ray diagram, is 
amorphous at 62° C. and acquires a certain degree of crystallinity at room 
temperature.'*®^ The crystalline picture closely resembles that**®'* of the native 
substance, but the thermo elastic properties indicate that as in other eases the 
process of supercontraet ion is one of liberation of flexible chains from a state of 
association in a lattice.^®'* Elastin, present with collagen in coiinective tissue 
(elastic fibers), possesses in the native form thermoelastic properties and X-ray 
scattering powers reminiscent of those of supercontracted collagen.^®® 

Tt is perhaps j)ertineiit to refer to the evidence derived from X-ray studies 
as to the relationship between crystalline “corpuscular,” denatured, and 
fibrous proteins. The evidence is scanty and no very far-reaching eoii- 

34>) ^ 'p Asibury and F. 0. Bell, Nature, 147 : B.9B, 1.941 ; J. B. Spcakinan and M. i\ Hirsl, 
’^I'r. Faraday Soe., 29: 14H, Ifl.Sil; J. B. Speakman, J. Sou. Dyers and Colorists, Bradford, 
Jubilee Number, p. 34, 1.934; Nature, 138: 327, 1936. 

3®"^ G. L. Clark and J. A. Srhaad, Radiology, 27; 339, 1.93B; uf. K. H. Meyer and H. Mark,^"‘ 
p. 224. W. T. Astbury, 'IV. Faraday Sor., 29: 193, 1933, finds an identity period 8.4 A. 

Faure-Fremiei and R. Woelfflin, J. Chiin. phys., 33: 891, 103B. 

G. Champulier and K. Faure-Fremiei, J. Chim. phys., 34: 1.97, 1037. 

. 1&.1 ^ 'p AsLbury and R. Lomax, J. Chem. Soe., 84 B, 193,5. 

E. R. Piuken, J. Chim. phys., 34: 7B4, 1937. 

H. Kulpak, Kolloid-Ztschr., 73 : 129, 1935; W. T. Astbury, I'ompt. rend. d. trav. du lab. 
fVrlsberg, 22: 45, 1938; cf. K. H. Meyer and C. Ferri, Pfltiger’s Arch, f. d. ges. Physiol., 236: 
78, 1936. 
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elusions should be drawn. Reflections eorr(‘^polldill^ roughly to the back- 
bone and side-chain spacings of the /?-fiber pattern occur quite commqnly in 
crystalline proteins and viruses and may become much sharpened by 
denaturation.^®® Thus there is some little reason for drawing an analogy 
between the denatured state and the extended or j0-form, but there can be 
little immediate justification for siijqiosing the a-folding to bear any but 
the most general resemblance to the configuration of the corpuscular mole- 
cule. The supercontract ed fibers have something of the amorphous quality 
to be expected of a collection of randomly coiled chains and the circum- 
stances under which super contraction is observed are clearly such as would 
favor the thermal disorientation of chains which under ordinary conditions 
are subject to powerful constraints. Concerning the manner in which this 
haphazard coiling can be replaced by the ordered convolutions of the cor- 
puscular protein, there is no information whatsoever. The two processes 
seem at first sight antithetical. Perhaps a detailed study of the virus 
proteins will throw further light on the subject; possibly, even a less naive 
interpretation of fiber pictures will perform this service, for the observation 
of axial spacings of several hundred Angstrom units in collagen and other 
fibrous proteins®'*^ suggests an architectural scheme more elaborate than 
that implied by the )8-structure in its elementary form. 

h), Chromo.somes. — The chromosomes, the most important of all natural 
fibers, are also the least accessible to direct study; consequently, their possi- 
ble resemblance to one of the types of fiber already discussed is a matter for 
speculation insecurely based upon cytological observation and held together 
by a few analogies. 

We may crudely represent the prophase chromosome, and perhaps also 
its precursor in the interkinetic nucleus,^^* as an elongated body perhaps 10® 
A in length and 10^— 11)^ A thick, although the latter dimension is open to 
question;®®” the contracted metaphase chromosome may be 10^—10® A long 
and A thick.®®^ Protein (or protamine) and nucleic acid are present 

at all points along the length of the chromosomes, although their proportions 
may vary from point to point,®®^ a fact that partly underlies the banded 

36B ^ T. Astbury, Compt. rend. d. trav. du lab. Carlsberg, 22: 45, 1938; M. Spiegel- 
Adolf and G. lleniiy, J. Pliys. lliein., 46^931, ]941;i6itZ., 4B : 581, 1942. 

R. R. Corey and R. W. G. Wyi-koff, J. Riol. (/hem., 114: 4D7, 1930; G. L. Clark and 
J. A. Schaad, UadiolDgy, 27: 339, 1936; (.\ E. Hall, M. A. Jakno, and F. C. Schmitt, J. Am. 
Chem. Soc., B4: 1234, 1942; R. S. Bear, iUd., B4: 727, 1942. 

E.g., T. Boveri, Arch, f, Zcllforsch., 3: IBl, 1909; C. H. Waddington, An Introduction 
to Modern Geneties: Allen and Unwin, London, 1939, p. 41; M. J. D. White, The (Chromo- 
somes: Methuen, London, 1937, p. 11; cf. R. Chambers in General Cytology, ed. by E. V. 
Cowdry: University of Chicago Press, (.Chicago, 1924, p. 2B8. 

Cf. H. J. Muller, Am. Nat., 69: 495, 1935. 

(X V. H. Waddington, An Introdurtinn to Modern Geneties: Allen and Unwin, London, 
1939, p. 377. 

With very wide variations in absolute and relative dimensions — see C. D. Darlington, 
Recent Advances in Cytology: Churchill, London, 1937, p. 83. 

362 T CaspersHon, Skandinav. Arch., 73: Suppl. 8, 1936; cp. A. E. Mirsky and A. W. Pnl- 
lister, Tr. New York Acad. Sc., Ser. 2, 6: 199, 1,943. 
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appearance of stained specimens. The observed double refraction of 
ehromosuines is in accord with this result, and although often complicated 
by the varying C[)ntributions of intrinsic and form birefringence which 
accompany changes in the hytlratioii of chromatic material,’*®® is such as to 
suggest that the nucleic acid molecules are arranged lengthwise in the axial 
directifjn of the chromosome.®®^ Nothing is known concerning the orienta- 
tion of the protein comi)onent. 

The fibrous habit suggestetl by the linear dimensions of the chromosomes 
is borne out abundantly by their behavior during cell division and by the 
results of inierodissection. '^I'heir extreme' flexibility is shown by the 
remarkable coiled configurations that they temporarily assume during 
meiosis and cell division, and their marked axial cleavage by the longitudinal 
splitting undergone during the same processes.®®® At the same time, the 
formation of chiasmata, apparently in response to local torsional stresses 
involved in the diplotene resolution of the coiled four strand bivalent,®®® 
betokens a certain mechanical weakness that at once precluiles an extremely 
long covalent chain as the basis of chromosome structure and is equally at 
variance, at first sight, with the evidence of extreme extensibility provided 
by inicroJissection experimeiils.®®^ 

The linear dimensions of the chromosomes are, of course, consistent with 
a fiber structure based u])on ])olypeptide strands associated laterally with 
the degree of overlap and disorder characteristic of most fibers; it has indeed 
been consiilered that such a structure has a certain “prior probability”®®* 
in view of the linear structure of the protamines, but little more can be said 
at present. With 3.5 A as the length of a peptide residue and perhaps 8 A 
as an average lateral spacing, a chromoiiema 10 * X ID* A would be about 
3.10® peptide linkages in length and a diameter would include about 120 
chains. 

It has been suggested that such a polypeptide fiber structure could 
underlie the genetic linearity of the chromosomes,®** the specific character 
of each linear segment being establisheil not only by the axial sequence of 
prdypeptide resiflues and side-chains within a single strand of the fiber, but 
also by the varying patterns of neighboring strands within the segment and 
by their mode of association. In other words, the characteristic disorder of 


W. J. Sfhmidt, Die Doppelbrechung von Karyoplasma, Zytoplasraa und Metaplasma: 
Borntraeger, Berlin, 1037, (Chapter 2. 

W. J. Schmidt, Naturwissenschaften, 26: 413, 1038; cf. W. J. Schmidt, ref. (176); pp. 
92 ff; T. CasperssDn, E. Hainmnrsten and 11. Uaiuinarsten, Tr. Faraday Sue., 31: 367, 1935; 
W. T. Aslhury and F. (>. Bell, C^old Spring Harbor Symp., B : 1D9, 1038; see also D. M. Wrinch, 
Protoplasm a, 25: 550, 1036. 

This is not due to the presence of a preformed longitudinal plane of symmetry: see 
W. J. Schmidt, ref. (363), p. 99; cf. TT. Dehlinger, Naturwissensehaften, 23: 558, 1935. 

C. D. Darlington, ref, (361), p. 650. 

11. Chambers in “ General Cytology,” ed. by E. V. Cowdry, University of Chicago Press, 
Chicago, 1924, p. 268; W. K. Duryee, Collecting Net, 13; 1938: cited by C. H. Waddington, 
ref. (360); cf. W. R. Duryee. Biol. Bull., 76: 345, 370, 1938. 

D. M. Wrinch, Protoplasma, 25; 550, 1036. 
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fibers is tacitly consirlrrcrl tn be in abeyance in this ease, so that the ])rntein 
component of a chroinostnne a|)pcars as a linear scijncjice f)f higlily orpinizeil 
seamen Is ])(Thaj)s more closely analof?ons to a ])article of tobacco mosaic 
virus than to a Hircail of myosin. Asiiie From llic lack of positive eviilence 
in favor of such a hypothesis, it fails to assign a satisfactory role to the 
nucleic acid component. There is no particular virtue in the fact that it 
straddles the gap between the two extreme possibilities of chromosome 
structure: the first of which is represented by the picture of the chromonema 
as a protein fiber playing the role of a mechanical carrier of siiecific sub- 
stances (chromomeres?), just as a clothes line carries a variety of garments, 
and the secoml showing the genes as elaboratidy organizerl regif)iis of 
unknown constitution, each of which adheres by some unknown means to 
two neighbors, like a row of ilancers holding hands. It is iille lo discuss 
these possibilities until the linear differentiatifni of the genetic units shall 
have become more clearly ilefined'^'*^ aiul more closely correlated with the 
physical linearity of the chromosomes. 

General Bibliography: Chapter 8 

Astbury, W. T., Fund.TiiientaLs of Fiber Slnii hire; f)\ford Fniversily Press, London, 
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SOME PROPERTIES OF FILMS AND 
MEMRRANES^*^" 


1. IntroduDtion. — The subdivLsion or the enclosure of all living matter 
by nienil)rani‘s, se])ta, jiellicles, or fluid skins is a fuiidairiental fact of biology. 
Between the exlremes of stniciiiral rigidity ami the easy delDmiability of 
the priniilive fluid sphere, we encounter all possible tiiechanical qualities, 
associated witli a gri'at diversity j)f form and function. It is iialural to 
enquire inlo the behavior of matter in bulk when it is atteJiuated in the form 
of thin sheets, but Ibis is not as a ride the inosl jirofitable a])])r()ar*h to the 
jirobleni of biological inendiranes. All matter becomes anisotropic at its 
surface, but. it is sebloin that simple mechanical attenuation can be carried 
so far that the auisolro])y is not masked by the known properties of the 
materia] in bulk. This is nol to deny the iinporlanee of such work as that 
of Hardy'*^^ on the niechaiiisin id' lubrication, or the suggestiveness of the 
rigid honeycomb structures that can be formed by soap bubbles, =^^2 
boundary state is bcller stmlied by starling with a single interlace, for here 
the an iso I ropy of the surfai'c layer is as cleftrly exhibited, above all in the 
idienonienon of surface tension, as it is by thelayi^r of oil between two ground 
surfaces or by molecular films of soaj). ll is further jiossible to introrluce 
other substances into such an inlerface, ami to study the change in properties 
brought about by their jiresence. This is ])nd)ably the first stage in the 
genesis of all boumling membranes, and in the tietailed study rd' interfacial 
films it is perhaps |)ossible to find the in vitro counterpart of some of the 
reactions which lead to the difl’eriuitiation of protoplasmic bounilarics — their 
speeiali/.ation as sites of fnncLional or melab[dic activity, as selectively 
permeable barriers tlelimiting the organism frfim its environment, or as 
skeletal structures. Inlcrfacial films, for example, readily become rigid 
or elastic under some circumstances; wc need only appropriate localization, 
therefore, to introduce a new anisotropy into the surface of the primitive 
sphere and to cause spontaneous deformation. If such influences are 
suffleienLly numerous and complex it is clear that we can eventually get a 
great variety of cellular structures, although it is admittedly a far cry from 

N. K. Adam, Tlu* Rtiysii'.s amt Flifinislry nf Siirfac-ps, 2riil pit; t 'larLMiitan Press, f)\fr)rit, 
1f)dS; see atsij bililioRraphy at end uf L-liaptpr. 

W. R. llartly, C’ldlnrtpd T^npprs, ( andmilgD, l.lHfi. Rpffreni ps Id separate papers nri 
this subjec t spe rpf. fS7lO, p. 227. 

E.g., 0. RiJplsi hli, Invpstigatiims on Miprosropii* Foams and on Protoplasm, Trans. })y 
K. A. Minrhin: A, and F. BUrk, London, 1B94. 
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our general theoretical statement to a knowledge of the processes leading 
to the beautiful spiral arrangement of cellulose fibers in the cell wall of 
Valonia,^^^ or e^yen to the simple diseoidal structure of the mammalian 
erythrocyte.®^'^ 

In devoting our discussion in this chapter to the properties of oriented 
mterfacial layers, we are attempting — as many others have done — to intro- 
duce into the idea of surface activity a new restriction, and therefore a new 
source of that specificity which is characteristic of vital reactions. Where 
the mere increase of interfacial area consequent upon subdivision might 
once have seemed sufficient to explain many of the differences between 
homogeneous and heterogeneous systems, it now is necessary to attribute 
an equal importance to the actual molecular configuration of the interface.®’^ 

2. Gibbs’ Equation: Soluble Molecular Layers at an Interface. — 
Let us consider first the properties of the interface between two immiscible 
fluids. Its most elementary property is that work must be done in order 
to increase its area, because this involves the rupture of cohesive forces 
between molecules, the new surface being composed of molecules which 
formerly were situated in a symmetrical field of attractive forces anil now 
are subject to a resultant pull in a direction normal to the interfare. The 
work required to increase the area isothcrmally is 7 erg. cm.~^, which may be 
defined as a “surface tension” of 7 dyne cm.“^ acting over one centimeter. 

Substances present in aqueous solution introduce new internioleeular 
fields of force, either more or less intense than the forces operating in pure 
water. Their nature is reflected in the surface composition of the solution. 
Ions or polar molecules, by virtue of their powerful electrostatic interaction 
with water dipoles, tend to be pulled into the interior of the soluti[)n, leaving 
a surface layer of pure water which, insofar as it is influenced by the solute 
molecules in the interior, has a higher surface tension than that of pure 
water. Molecules containing nonpolar groups, conversely, tend to displace 
water from the interface, causing a decrease in surface tension; in a homolo- 
gous series, for instance, the surface tension varies in a regular manner with 
the length of the carbon chain. It is often possible to distinguish by 
measurement of surface tension between the opposing effects of increasing 
chain length and of electric moment.®^® 

R. D. Preston, Phil. Tr. Roy. Soc., 224: ISl, 1934; R. D. Preston and W. T. Astbury, 
Proc. Roy. Soc.. 122B : 76, 1037. 

Cf. E. Ponder, Brit. J. Exper. Biol., B: 3B7, 1029; Tr. Faraday Sot'., 33, 947, 1937. 

®^^SoinB of the many other aspeets of the biophysies of surfaces, with references to early 
literature, are discussed by R. Hliiicr, Physikalische Cheiiiie dor Zelle und der (;cvvL‘l)e, Sechste 
Aufl.: Wilhelm Engelmann, I.«eipzig, 1926, Chapter 4; E. K. Ridcal, Surface Chemistry, 2nd 
ed., Cambridge University Press, 1931); II. Freundlich, Kapillarchemie; Vierte Aufl.: 
Akadcmische Verlagsges., Leipzig, 193D. 

J, Traube, Ann. ("hem., 2B6: 27, 1991. 

Methods: a. ref (379); b. E. A. Hauser in Advances in Colloid Science, ed. by E, 0. 
Kraemer; Interscience Pub- Inc., New York 1942, 1 : pp. 391-415. 

®^®E.g., J. R. Pappenheimer, M. P. Lepie, and J. Wyman, J. Am. Chem. Soc., 60: 1951, 
1938; cf, Hauser, ref. (377b), 
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Generally the surface tension decreases continuously with concentration 
of a surface-active solute, approaching a limiting value at high concentra- 
tions; various irregiil.-irilie^ have been reported, which appear to be 
connected sometimes wiih a change in the nature of the solute with con- 
centration, as in the case of the soap solutions studied by McBain, but 
more frequently with failure to attain a true equilibrium between surface 
and bulk phases. This may be a very sluggish process in systems contain- 
ing asymmetric molecules and antagonistic groups. 

The basis for quantitative stuflies of interfacial equilibria is the isotherm 
derived theriru) dynamically by Gibbs, an approximate form of which may 
be expressed by the equation : 


gRT = - 


d In c 


dF 

d In c 


( 21 ) 


Here g is the j^urface .excess, or amount of adsorbed solute per unit area,^"^® 
and c is concentration of solute in the bulk phase. The quantity F has been 
introduced because it is often more convenient to use than 7; it is the “sur- 
face pressure” and may be defined by considering an imaginary moveable 
barrier of length I separating the surface of a stdiitiou from a surface of pure 
solvent- Since the surface tension 7 of the solution is h)wcr than that of the 
pure solvent, 70, a force F dyne • cm.“^ will act on the barrier in such a 
direction that the surface of the solution will teiitl to expand at the expense 
of the solvent surface. If the barrier is allowed to move a small distance 
dx^ the work done will be [70 — 7) * Idx: this must also be FI ■ dx. Thus 

F = (70 - 7). (22) 

F is equivalent in physical terms to an osmotic pressure; it represents the 
two-rlimensional ])ressurc needed to pi event dilution of the surface phase by 
pure sfdvent. 

To return to Gibbs^ equation (21), we see that it represents a relationship 
between surface tension lowering, surface excess, and bulk concentration. 
For ordinary moderately soluble substances, the amount present in the 
surface layer can be varied by changing the concentration of the solution, 
and Gibbs’ equation can be tested — at least in theory— by rneaMiring the 
surface excess and the surface tensions for solutions of several concentra- 
tions. It seems to be agreed that “the verification of Gibbs’ equation 
may now be considered reasonably well established by measurements 
on such solutions. Accordingly, it is permissible to use the equation for 
calculating the surface excess from surface tension measurements, and 
certain interesting facts concerning the structure of the surface layer have 
been revealed by such data when used in conjunction with empirical surface 
tension equations. For very dilute solutions, 

F = 7 ic, 

For exart definition and derivation of Gibbs* equation, see ref. (370). 

3«“5eBref. (370). 


( 23 ) 
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giving with the Gibbs’ equation. 


tr = 


F 

RT 


or 


FA = m\ 


(24) 


where A is the area per molecule, if the amount of solute in the bulk phase 
can be neglected by comparison with tr. Equation (24) is simply the perfect 
gas law. For very (lilute solutions of short chain fatty acids, this has bcmi 
confirm With increasing length of chain, the values of FA are too 
small; this is probably due to lateral cohesion between the adsorber! mole- 
cules. With increasing coiiceiiLratiou, on the other hand, the values become 
too large, obeying the empirical equation 

F{A - A') = xRT, (2,5) 

where A' is a correction for the area occupied by the molecules, and is 
analogous to Van der Waals’ repulsion forces. Fr)r all chain lengths, A^ is* 
about 2.5 A% or equal roughly Lo the cross-section of ihe molecules; thus the 
molecules evidently stand more or less* on end in the more concioitrat erl 
arlsorbed films. 

The actual value of the constant R (equation (2;t)) varies regularly with 
the structure of the sedute; this is merely another way rd' stating "IVaube's 
rule. Traube showed the value lo inerr^ase geometrically from one member 
of an homologous series to the next; thus we may write empirically 

In if = + 7fk\ (2()) 


where n is the number of carbon atoms in a given honiologue, ami k is* a 
constant defining the series. This arithmetical increase in (In R) amounts 
to an arithmetical increase in the work of adsorption which for very 
small values of c can be shown therm odyiiamically lo be 


\ ^ RTlu- = RThiJi + k”, 

TC 


(27) 


where r is the ‘'thickness” of the surface region. Thus, combining (2B) ami 
(27), we niay write: 

X = Kn + :::Xo. (28) 

Langmuir’s analysis of the data suggests that the term wXd, which is negative, 
represents the effect of the hydrophilic groups of the molecule, and Kn the 
effect of the CII 2 chain. Values of the constant K and of Xo for various 
groups have been calculated; from these ami equation (28) it is thus possible 
to calculate X for higher members of homologous series in which no experi- 
mental value can be assigned to c because of the infinitesimal solubility of 

R. K. Schofield and E. K. Rideal, Proc. Rny. Soc., 1D9A: 57, 1325; b. ihid., IlOA: 
167, 1926. 

I. Langmuir, J. Am. ChGin. Sor., 39: IfiSH, 1.917. 
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the substance. Then if necessary equation (27) can be used to calculate B 
or {F/c)^. 

According to Gibbs’ equation, a value can always be assigned to c for any 
pair of values F aiul tr. The surface-active substance may, however, be so 
extremely insoluble that F and cr can be varied over a wifle range without 
any measurable amount of material jiassing into solution. Such sub- 
stances form ‘'insoluble” films which are studied by special methods, 
since the situation imagined in the ilefinitif)n of surface pressure can 
actually be realized, and th(‘ juessure of the film in contact with a clean 
surface can be measured directly. There is an important intermediate 
region in which j)artly stdiible films decrease in area upon compression as a 
result of solution in the bulk phase. For moderately insoluble substances 
of this type the solubility is given by c of Gibbs’ equation, and is a function 
of th(‘ amount of solid substance presen I in the interface. 

lilt cresting predi mi nary calciilalioiis of the pressure solubilities of homologous 
polyjieptides as a finictioii of surface pressure and molecular weight, have been 
given liy Langmuir aiirl AVaiigli.^^’ The surface excess, c, ran he eliminated 
from eijualioii (1) Viy introducing an empirical relation between surface tension 
and eonceiitralion such as that of Szyszkowski:’’*'^ 


f-fr.ln(l+;) 

where V and a are const ants. Combining with we find 


(T 


V 1 JlC 

R f a + v ~~ a + c 




(30) 


where it| is the surface excess when c is very large, correspoiiiling to the valui* 
for a close-packed film. We then use equation (ID) aiidiuLegrale equation (21), 


obtaining 


F = .r./f7’ln (l + 

(31) 

If c is verj’ small 


a^RT ViRT 

“ “ (F/o)^ - B ■ 

(32) 

Assuming arbitrarily that one mg. of polypeptide covers 
packed on a water surface we find: 

0.5 m.^ when elosc- 

= IT’ 

(33) 


where M is moleciitar weight. To apply equation (31) we now only need to 
know in addition the value of B. This can he calculated by using equation (28), 
modified to include terms fur the side-chain of the polypeptide, and then 
equation (27). Eacli peptide unit is assumed to have a residue weight 120, 


I. Langmuir and 1). F. Waugh. J. Am. Chein. Soc., 52: 2771, 1940. 
B. v. Szyszkowski, Ztschr. f. physik. Them., 64: 385, IDDB. 
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the average value obtained for several proteins, and an effective number of 
carbon atoms estimated from the average number of CH 2 groups and hydro- 
philic groups in the side-chains. The Xo term includes values for peptide CO 
and NH groups. When the appropriate substitutions arc made, equation (31) 
takes the final form 

FM 

log [1 + = ifp (32'*-) 

and 

log B = 1.21)2 + 0.00533 M, (32li) 

where w is weight concentration, 0.001 Me. 

Calculation shows that with polypeptides of the average composition of a 
protein and molecular weight 2000, pressure solubility would account for so 
little of the material in tlie film, and would occur so extremely slowly as to be 
undetectable. With a reasonably large volume of underlying solution and 
adequate mixing, measureable changes in area should occur upon compression 
when M is 1200-1700; when w is greater than 10"^’ it is found that the substance 
dissolves very rapidly. The proteins, if they existed as extended polypeptide 
chains of molecular weight 35,000, should be extremely insoluble, and the fact 
that they are actually very soluble lends further conviction to the evidence for 
their globular form in solution. 

The theory and technique of pressure solubility measurement promise to 
become important in the estimation of the amounts and molecular weights of 
protein degradation products. 

3. Insoluble Monolayers. — ^In snbscr. 2 we discussed the transition 
from the simple Gibbs adsorption of solutes to pressure-soluble films, and 
finally to films which to all intents and purposes are insoluble. The insolu- 
ble films are usually prepared by spreading over the liquid surface; such 
spreading cither occurs spontaneously®®® or can be promoted by diss(dving 
the substance in a volatile solvent.®®® Just as the formation of a Gibbs layer 
requires the presence of nonpolar groups in an otherwise soluble molecule, 
so the spreading of an insoluble substance requires the presence of polar 
groups in a predominantly nonpolar molecule. The long-chain aliphatic 
hydrocarbons will not spread; the corresponding monobasic acids spread 
readily, continuing the gradual change in surface properties exhibited by 
the short-chain acids discussed on page J'rom the observation that 

the polar group provides a spreading force, and the postulate®®® that 
only short-range forces, operating between molecules in contact, should be 
responsible for adsorption, it follows that fatty acid films must be oriented 
with the carboxyl groups in contact with the water, and that “the . , . 
amount of the fatty acid that can be spread on a giyeii water surface is 
limited by the number of molecules that can be packed into asingle layer."’®®®'* 

E.g. A. Pockels, Nature, 43: 437, 1891. 

I. Langmuir, J. Am. Chem. Sdc. 39: 1848, 1917. 

“87 Ref. |37D), Fig. 20. 

“88 a. I. Langmuir, J, Am. Chem. Soc., 33: 2221, 1916.; b. 1. Langmuir, Proc. Roy. Soc., 
17DA: 1, 1930. 
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Monolayers can behave as solids, liquids, or gases. The phase relation- 
ships shown by a particular substance in the form of a monolayer are not in 
general those found in bulk, nor would this be expected, for the orientation 
imposed by the submergence of polar groups in the substrate may interfere 
with the mode of packing naturally assumed under otherwise analogous 
conditions in three dimensions. 

The state of a monolayer, by definition, must be considered in terms of the 
mechanical properties of the surface which it occupies. These properties can be 
determined by special methods: compressibility is usually studied by measure- 
ment of surface pressure as a function of area per molecule, the apjiaratus 
used being some modification of Langmuir’s surface balance, in wJiicli the force 
acting on a floating barrier separating the film from a clean surface is measured.^**® 
Viscosity can be determine*! from the rate of flow through a narrow surface 
channel,^®'^ or by observing the oscillation of a circular disc or a vane.^®^ Meas- 
urements of rigidity can also be made with the latter method; rigidity can be 
detected without special a])paratus by observing the mobility of talcum powder 
placed on the surface. The disptisition of polar groups in a film, and its 
homogeneity, can sometimes be deduced from surface potentials, although the 
interpretation of these is still in doubt. They are generally measured as the 
difference in poleiitial between a reversible electrode immersed in the solution, 
and a second clectrt)de, coated with a source of ionizing radiation, placed near 
the upper surface. 

The types of behavior encountered in relatively simple monolayers can be 
described by reference to substances with long hydrocarbon chains terminated 
by a polar group. Among these substances, it is possible to find almost any 
desired sequence of phase changes upon compression by suitable choice of 
temperature, chain lenglh, or size and shape of the polar part of the molecule.®®^ 

a. Ref. (37D), pp. 27-33 for early apparatus, b. W. I). Harkins and R. J. Myers, J. 
("hcni. Rhys., 4: 71f), lJ)3[r, e. J. Ciuastalla, r.rtmpt. rend. Arad. d. se., 20B: 973, 1939; d. 
Mechanical registration of force area curves, see D. G. Derviehian, J. Phys. Rad., (7), 5: 
221, 1935; e. Measureiiieiil of surface pressures 9,005 — 0.100 dyne/ern., see J. Gruastalla, 
Comp. rend. Acad. d. sc., 205: 903, 1938. 

E.g., a. W. D. Ilarkius and W. J. Myers, Nature, 140: 4B5, 1937; b. D. G. Derviehian 
and M. Joly, Compt. rend. Acad. d. sc., 204; 1318, 1937; c. M. Joly, J. Phys. Rad., (7), B: 
471, 1937; d. D. G. Derviehian and M. J*dy, Nature, 141: 975, 1938; e. M. Joly, J. Phys. 
Rad., (7), 9: 345, 1938; f. M. Joly, Kolloid-Ztsrhr., 89: 2B, 1,939. 

^^^E.g., a. K. Sehuelt, Ann. Physik, (4), 13: 712, 1904; b. D. Rohde, ilrid., [4), 19: 935, 
1906; e. R. J. Myers and W. D. Harkins, J, Ghcm. Phys., 6: BOl, 1,937; d. L. Fourt, Am. J. 
Physiol., 119: 310, 1,937; e. I. Langmuir and V. J. Schaefer, J. Am. Chem. Soc., 69: 2400, 
1937; f. L. Fourt and W. D. Harkins, J. Phys. Chem., 42: 897, 1938; g. M. Joly, Kolluid- 
Ztschr., 89: 26, 1939. 

See ref. (370), pp. 33—35, where other methods also are described. 

The possible transformations have been enumerated and discussed by, a. D. G. Dervi- 
chian, J. Phys. Rad., (7), 10: 333, 1939; b. D. G. Derviehian and M. Joly, ibid., 375, 1939; c. 
D. G. Derviehian, J. Chem. Phys., 7: 931, 1939; Dervirhian’s contentions concerning the 
analogies between the states of monolayers and of three-dimensional matter have been criti- 
cized on numerous grounds by, d. A. E. Alexander, Tr. Faraday Soc., 37 : 426, 1941; e. E. Boyd 
and W. D. Harkin.s, Bull. Am. Phys. Soc., 15: 19, 1940; f. W. D. Harkins and E. Boyd, J. 
Phys. Chem., 45: 20, 1941. 
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For many substances at very large areas, tlie film is gaseous and extremely 
dilute. On compression, sudden condensation occurs at constant pressure 
to a very incompressible film of area between 1.9 and 21 A per molecule, with 
which we may compare the values of about IB..'} A, obtained from X-ray data 
for the hydrocarbon C^uIIbo and stearic acid at room lemperatiire’^^® and about 
19.5 A near the inelling point. Since the melting point of monolayers on 
water is almost invariably much lower than that of the crystal, it is probably 
reasonable to conclude that the hydrocarbon C'haiiis in the comleiised moiiD- 
layers are vertically oriented. The compressibility of comleiised films is 
comparable to that of a long-chain paraffin in bulk.’*®** Their state of aggrega- 
tion depends apparently upon the nature of the end groups and tlnur inter- 
actions; the film may be a brittle solid, as with stearic aciil unili'r certain con- 
ditions, a plastic solid, or an extremely viscous fiuid. 'Plic long-chain alcohols, 
for example, have viscosities equivalent to about 11)'^ bulk poises, comparable to 
the value for shoemaker’s wax.^““ Compression of the comleiised film leads to 
collapse of tlie film structure at an area around 1.9 A. 

In other cases condensation may become complete at areas gr atertlian 2f) A. 
The values show consificrable variation, lying in general between 22 and 30 A, 
the condensed film being initially more compressible tlian in the case coiisnlcred 
above, but sometimes approacliing the same area and compressibility at high 
pressures. These compressible films are usually liquid. Their area may be 
determined primarily in many ca.ses by the size of the polar head groups in the 
particular stable configuration dictated by the positions of the centers of 
polarity with respect to the surface and to other parts of the moleciile. Tliese 
can often take up a more compact configuration on further compression, as in the 
case of the methyl ketones and e.sters; when this occurs, the pac king approaches 
that characteristic of hydrocarbon cliaiiis. If the terminal group is a single 
polar radical, such as hydroxyl, the properties of the film must be determined 
by those of the hydroearboii chains, which prevent tlie polar groups from 
approaching more closely than 4.5 A. Larger groups may hinder compression, 
as we have said; they may also interact. Thus tlie large areas and rigidity of 
condensed films of compounds containing the ■ — Cl) — NH — linkage luive 
been attributed to hydrogen bond formation between neighboring end groups. 


For cuntirmatioii of the gas law for in.soliible monolayers at pres.mirps of a few inilli- 
dynea/cm. see J. GuaslHlla, (’oinpt. rend. Acad. d. Sc. 2DB: 903, 1038. 

a. A. Mueller, Proc. Roy. Soc., 114A : 542, 1927; b. ihid., 12DA: 437, 1928. 

A. Mueller, Priic. Roy. Soc., 13BA: 514, 1932. 

R. Buckingham, Tr. Faraday Soc., 3D: 377, 1934. 

3®** a. A. E. Alexander, Proe. Roy. Soc., 179 A : 48B, 1942; it has also been noted that pfdy- 
niorphs of the aliphatic acids are known: G. M. de Boer, Nature, 119: 50, 1927; ihuL: 034; F. 
Francis, II. Piper, and T. Malkin, Proe. Roy. Soc., 128A: 214, 1931); in one of these the ehaiiis 
are tilted at about 60° to the b.asal plane. The effective cross-section of sui'h tilted ehains 
would be about 20 A at temperatures well below the melting point. 

See ref. (370), p. 48. The value.s agree to within 25' ,',; eaeli dyiie/cin. corresponds 
to a lateral compression of about 4 atmospheres. 

a. L. Fourt and W. D. Harkins, J. Phys. Fhcm , 42 : 897, 1938; h. Data for fatty a cids 
and triglyceride.s, see M. Joly, Kolloid-Ztschr., 89 : £6, 1930. 

41)1 ("f p[g ^4 pf j.pf [370). 

A. E. Alexander, Pro)-. Boy. Soc., 179A: 471), 1942; h. The possible importance of the 
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At liiglier tomperatiirt\s gaseous films may eoiuleiise at a certain pressure to a 
niucli mure compressible lirjuiil, the discontiimity representing complete con- 
densation appearing at progressively higher areas as the temperature is raised. 

The structure of such “liLpiul-expandeil ” films has been discussed in a classical 
paper by Langmuir/”'* who shows the equation of state for the liquid film to be 

[F - Fu)fA - Ao) = kT. (33) 

Tliis would be expected if the film had a duidex structure, consisting of an 
upper layer of hydrocarlion chains disposed at random with a constant spreail- 
ing coefficient /'^o and a lower gaseous layer of polar groups in solution. The 
equation of state for the latter, cousidered*separately, would be 

F[A - An) = kT, (34) 

If the temperature is not above the critical temperature for solidification, 
compression of tlie Iii|Uid film leads to a further sharp discontinuity which 
signals the transformation to the condensed state, '^riiis is not a phase change 
in tlie simple sense, however, because it does not occur at constant pressure; 
the surface pressure rises gradually from the nearly horizontal portion immedi- 
ately following the break, merging impereeplibly into the curve for the con- 
densed state. 

Above the critical temperature for liquefaction the gaseous film can be 
compressed without discontinuity. Jt shows increasing deviation from the 
perfect gas law and increasing resemblance to the liquid expanded films, 
unLil finally a condeJiscd film may be formed by way of a discontinuity similar 
to that observed on cfuidciisation of liquid exjianded films. 

The foregoing outline of the properties of loiig-ehain monolayers contains an 
indication of the kinil of information that can be gained concerning the size, 
shape, flexibility, aiul fields of force of the hyilrophilic and hydrophobic parts of 
large moh‘cules. Many other substances have been found to form insoluble 
monolayers, and some have been studied in sufficient detail, as have for instance 
some of the .sterols (including ergo.sterol and its irradiation products)'*”” and 
various derivatives of ocstrin,'*"’^ for useful deductions as to chemii’al consti- 
tiilion to be made. In numerous other cases the data arc at present mainly of 
descriptive value, and no attempt will be made to review the subject here, 
despite the existence of several references to substances of biological interest.'*”” 

study of such films in comiectioii with the problem of hydrogen bonding in proteins is di.s- 
nissed by A. F,. Alexjiiider and K. K. Rideal, Nature, 147: .'541, 1041. 

'‘””a. f"f. ref. (371)), pp. 58 ff. b. N. K. Adam and b. JesvS’op, Prnc. Roy, Soc., 112A : 
3ti2, 102B. 

a. T. iyangiiiuir, J. C 'hem. TMiys., 1 : 75B, 1,0,33; b. Langmuir reviews his early work very 
briefly in Prne. R[»y. Soe., 17DA: 1, 1.039. 

4”'iRef. 1371)), pp. H2 ff. 

J. F. Danielh, and N. K. Adam, Rioehem. J., 26: 1583, 1934; N. K. Adam, F. A. Askew 
and J.'F. Danielli, 29: 178B, 103.5. 

N. K. Adam, J. F. Danielli, li. A. D. llaslewood, and b. F. Marrian, ihid., 26: 1233, 
1032; J. F. Danielli, F. (L Marrian, and b. A. D. Haslcwood, ihtd., 27: 311, 1.033. 

41)8 q'jjp following refiTeiiees are given io .supplement those found in Adam,^^” without claim 
to rompleteness: fVllulose, cellulose esters and rubber: H. Zoeher and F. Stiebl, Zt.sehr. f. 
physik. ("hem., 146A:4[)1, t.03O;T.<ei-ilhin, eephalin: Zoeher and Stiebl, A. E. Alexander, 
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We shall, however, devote some spare to a description of protein monolayers 
in view of the fart that protein films are present at nearly all biological interfaces. 

4- Protein Monolayers at an Air-liquid Interface. — a). The spread- 
ing of proteins . — It has>l()ng been known that proteins are slowly precipitated 
when their aqueous solutions are shaken violently. A still surface of a 
protein solution also becomes coated spontaneously with a but the 

process ceases before a visible coaguliim is produced. The rates of diffusion 
of protein to the surface are such that there may appear to exist equilibrium 
surface concentrations of protein for different concentrations of solutions. 
This is illusory, for in the course of 24 hours practically all the protein in a 
solution of concentration and 2-*} mm. deep reaches the surface and 

stays there;^^^“ the film shows almost perfect elasticity and complete iiisnlu' 
bility, being reversibly compressible to oiic-fifth of its area/^^ whereas it 
should pass back into solution if its presence in the surface represented a 
true equilibrium between dissolved and adsorbed protein. A similar irre- 
versible change often occurs if a drop of protein solution^^” or a minute 
particle of solid protein is applied to a clean water surface under suitable 
conditions, most of the substance remains in tht‘ surface layer, and the film 
thus formed can be studied by the methods already described for insoluble 
monolayers. 

The mechanism of spreading is not completely understood. It has been 
found that the area of the film prr)ducerl when a given amount of protein is 
applied to the surface of a solution varies very greatly with the p\\ and the 
salt content of the solution. The force-area curves arc usually linear, or 
nearly so, over a wide range of areas, and the area found by extrapolation 
to zero force (‘‘limiting area”)'^’® gives a convenient measure of the film 
area per milligram of protein originally applied to the surface. At the 


T. Teurell and C. G. Aborg, Tr. Faratlay Sue., 36: 12DD, Cldtirnpliyll: W. Sjoprdsrna, 

Nature, 13B: 4D5, 193R; I. Langmuir and V. J. Srhaefer, J. Am. Fheiii. Sor., 69: 21)75, 19.37. 
Phthioeerol: S. Stacllberg and K. Stenhagen, J. liiol. Cliem., 143: 171, 1.942; Astaci-nL*: J. F. 
Danielli and D. L. Fox, Bioebem. J., 36: 1.388, 1.941. 

E.g. W. Rarnsden, Arrh. f. Physiol., 1B94: .517; Ztst-hr. f. physik. (^heni., 47 : 1904. 

a. W. Rarnsden, Proc. Roy. Soi-., 72B : 15 B, 1903; b. 11. Dovaiix, Bull. Sue. Se. Phys. et 
Nat., Bordeaux, Nov. 19, 1903; p. 3; r. W. V. Metealf, Ztsehr. f. physik. Fbein., 62: 1905. 

Cf. W. Ostwald, Ztsi'hr. f. physik. Them., 16 : 704, 1894; see also E. A. Hauser and L. E. 
Swearingen, J. Phys. riiein., 46; B44, 1941. 

II, Uevaux, Fompt. rend. Aead. d. sc., 200: 1500, 1935; b. I. Langmuir and D. F. 
Waugh J. Gen. Physiol., 21: 745, 1938; v, cf. L. Michaelis, The Dynamics of Surfaees: Spun 
and Chamberlain, New York, 1914, p. 33. 

H- Devaux, Conipt. rend. Sue. de. biul., 119: 1124, 1935. 

a. E. Gorter and F. Grendel, Proc. kon. Akad. Welensch., Amsterdam, 29: 12B8, 192B; 
b. Tr. Faraday Soc., 22; 477, 192B. 

a. A. H. Hughes and E. K. Rideal, Proc. Roy. Sue., 137A : B2, 1 .932; h. H. Devaux, Bull, 
Soc. frang. de physique, 18 June, 1937, p. 84. 

a. E. Gorter and E. Grendel, Proc. kon. Akad. Wetensch., Amsterdam, 29: 12B8, 
192B; b. Tr. Faraday Soe., 22 : 477. 1.92B. 
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isoelectric point the limiting area is frequently about 1 In what 

has been considered a typical case, it falls off sharply, on either side of this 
point, and may again increase at pH values near the stability limit of the 
protein. These variations are misleading. The very low areas obtained 
at some pH values sometimes increase gr:nliijilly if the time interval between 
spreading and compression is extended. Moreover, formation of films 
of large limiting area is promoted by the presence of electrolytes. These 
films, however, give very similar force-area curves to those of low area.*^^^ 
Finally, a film of limiting area D.l m.‘^/mg. does not expand when the under- 
lying soliiti[)n is brought to a 7 >IT at which films of high limiting area are 
formed nor do films formed at the isoelectric point contract when the pH 
is changerl to a value less favorable for spreading. Thus, it is probable 
that limiting areas re])res(uit only variations in the amount of pr[)tein which 
enters the surface, a certain fraetioii being lost by diffusion into the under- 
lying solution or entangled in the upi^er surface cd' the highly viscous film. 
Since it is very hard to tlelermiiie how much protein is lost in this way, the 
numerous studies^-^ of limiting area as a function of pH and other variables 
tell us only about the mechanism of spreading, and very little about the 
real properties of protein monolayers. Probably the maximum of about 
1.0 m.^/mg. is not far from the true value of the limiting area, but small 
variations with pH and other i)roperties of the substrate would be very tliffi- 
cult to establish.^^*^ 

b). Force-area varves of proteins . — We have referred to the high reversible 
compressibility of pr()tciii monolayers. This statement requires qualification 
before the shape of the Torce-arca curves can be discussed quantita- 
tively. Firstly, the course of the curves depends upon the rate of compres- 
sion, having a smaller slope when compression is carried out slowly. 


Some data illustrating this point have been i-ampiled by H. Npurath and H. B. Bull., 
Chein. Rev., 23: .‘1.91, 19.SK. 

E. Garter, J. van Ormonrlt and F. J. F. Doin, Froc. kon. Akad. Wftensrh., Amsterdam, 
35: 838, 19.32. 

E. Gorter and (1. T. Fhilippi, Froc-, kon. Akad. Wrlcnsrh., Amsterdam, 37 : 788, 1934. 

a. E. Gorter, Frou. kon. Akad. Wc-tensch., Amsterdam, 37: 29, 1934; b. J. Gen. 
Fhysiol., IB: 421, 19,3.5. 

J. B. Bateman and L. A. Ch-ambers, J. Phys. Gheni., 45: 299, 1941. 

. 422 p Seastone, J. Gen. Physiol., 21; 621, 1938. 

a. J. B. Bateman andL. A. Chambers, J. Chem. Phys., 7 : 244, 1939; b. D. G. Dervi- 
chian. Nature, 144: 629, 1.939. 

For bibliography of papers by Garter and others on this subjeet, see II. Neurath and 
II. B. Bull, Chem. Rev., 23: 391, 1938. 

425 Methods forproinotiiigrapid and uniform spreading: (i) by adding surface-aetive soluble 
substanre to the protein solution: see a. D. G. Dervirhian, Nature, 144: 629, 1939; b. S. 
Staellberg, Tr. Faraday Soc., 35: 1416, 1.939; (ii) by applying protein along a line instead of at a 
point in the surfaee: c. I. Langmuir, Cold Spring Harbor Symp., 6: 171, 1938; d. I. Langmuir 
and D. F. Waugh, J. Am. Chem. Soc., 52: 277, 1949. 

a. E.g., L. Fourt and F. D. Sfhmilt, J. Phys. Chem., 40: 989, 1936; b. I. Langmuir and 
D. F. Waugh, J. Am. Chem. Sor-., 62: 2771, 1949. 
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Ficj. ‘■i'-i. 'I'op: fiircc-urca l urvcs 
[inarkcil F) and surfsu c ciiiiipicssiliilily 
curves [marked K) for ovalliuiiiiii (I) 
and gliadiii ('■ij. Abscissa is \/Ai, 
where Ai is area of him a I a siirfar e 
pressure of 1 dyne/em. Surface pres- 
sure ordinate is in dynes/cm., and 
compressiliility orrlinate is in arbitrary 
units. 

Middle: the corresponiliiip curves 
of surface potential (marked AV) 
and of A.AV/Ai. 

TJottoiii: the ratio Au/Ai plotted 
against the content of relatively 
hydrophilic amino-acids for several 
proteins (oxphiiiatir)ii in levl). 

f)pen [-ireles: data of 1. Langmuir 
and T). V. Wauph, J. Am. (’hem. St)c., 
62: 2771, UHt). 

('b)sed circles; unpublished ilata 
of J. 11. llateniaii and J.<. A. (’hambers. 

1. serum albumin 
Z. serum globulin S. edestiii 
y, 4. insulin 9. rabbit myosin 

5. acetyl insulin ID. casein 
\i, 7. egg albumin 11, 12. zein 
Id, 14. glia din 
15. gelatin 


Seuojully, ilie ciirve.s always sh[)w some 
liysteresi.s ii[)C)ii exjtaiisioii, am] sonietinies 
a ])LTinaiieiit deerease in area.'^-^’^ Ap- 
plication of tile lluuiry of ])res.siire solu- 
bility sugf^esis tlial these ehangies are 
assoeiated with tlie displai‘eiiu*nt of siib- 
staiiees of mnleeiihir weight between IBOO 
anil but tlie evidenre does not 

seem to Ldiminali' the possibility that the 
effect is due to elution of unsjiread protein. 
In eilher ease, reprodueilile closed hys- 
teresis loops cat! be obtain eil from films 
after “eojiilitioiiing’' ad high surface pres- 
sures, provided the limes of eompressiou 
and expaiisinn are imt altered. 

At least two types of foree-area curves 
have been observed. The majority of 
proteins give curves of lhi‘ typi’ sliowii in 
Fig. for ovalbumin, with a well-marked 
linear region that ehanges at the low- 
jiressure end to a curve of grailually 
deerea.sing slope. The lower i‘nd of the 
linear portion is a seeomlary transforma- 
tion iioiiit at whicdi the eoni])ressibility, 
r/ 111 has a minimum value. ^riie 

low jiressure region often has a fairly 
definite area of zero surface iiressure, 
indicating that tin* film is eohereiit; in 
other cases, ])artieuhirly for films on acid 
and alkaline substrates, it bi^eomc'S asymp- 
totic to the A-axis. '^Idie second ty])e of 
curve is roughly hyperbrdic, so that the 
transformation point is absent, and I he 
compressibility is jiractically constant 
over a wide range of areas. Such curves 
have been recorded for gliaclin, gehi- 
tin^42«d edestin.*^'^*^'^ 

Remembering that the true areas ])(‘r 
molecule are uncertain, we must select 
ways of measuring and comparing foree- 
area curves in terms of arbitrary units of 


J. It. Italeinan and L. .\. Pliaiiibcrs, J. (’lipiii. Fhys., 7: 241, 1.9.d.9. 

^28 a. A. IT. Hughes and K. K. llidcal, IVoc. Roy. Soc , 137A: 62, 1992; b. J. S. Mitchell, 
Tr. Faraday Sue., 33: 1129, 1B37; c. E. (L Forkhainand J. II. Schuhnaii, 36 : 12fiG, 193,9; 
d. I. Langmuir and D. F. Waugh, J. Am. ('hem. Sor., 62: 2771, 1949. 
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iirea. An obvirms nu'llinrl is to cxprivss the areas, A, in terms of that at 
a staiiflarJ ])i i'ssurL‘ f)f, say, inie ilyne/‘‘iB. For a iiiori* <l(*laile(l analysis, 
llie aeliial ei)in])ressll)ilily, r/llii .l)/f/7'\ ean be userl, while spiM’ial signifi- 
eanee shoiilil allaeli to the singular poiiil of niiniiiuiin eoinpressibility. 

I^angiimir ami Waugh have })ublishe(l A/^ii — F curves for a number 
of proteins. Tlie areas -i/A| at rlynes/ein. range from D.OB and D.14 
for gelatin anil gliadin, respeetively, to f).58 for insulin. It is not certain 
that these curves are suitable for accurate quantitative comparisons. 
IVoteiii films tenil to become more compressible the larger the relative area 
of free surface available for spreading, so that if varying amounts of protein 
are spread initially over the whole surface of the Langmuir trough and then 
compressed, both Aj A \ and the minimum compressibility values vary with 
the actual area in cm.- of the film at some standard pressure. There is 
little iloubt that the slruclures of the films under these various conditions 
differ, anil it is obviously necessary to standardize the conditions before 
comparable curves can be constructed for different j)ri)teins, or for the same 
protein on different substrates. Roughly speaking, the minimum com- 
])ressibility values for all proteins lend to converge when the area for spreail- 
ing is very restricted, while they apj)roach individual limiting values, which 
vary in a highly characteristic maimer with pH, when infinite area is avail- 
able.'*'*^ Closely correlated with these changes is the co-existence of a 
coherent and an expanded phase at very large areas'*'*^ — the viscous “R" 
films and the mobile hysteresis-free “A” films of Joly.*^® According to 
Guastalla^^* the A films are gaseous at areas of about lOD m.Vnig., with 
apparent molecular weights of 40,000, 27,000, and 12,000 for ovalbumin, 
gliadin, and hemoglobin — certainly (d* the right order of magnitude for 
jirotein molecules. On the other haml, it is possible that there is some 
relationship belween the jiressure-sohible materials found by Langmuir and 
Waugh in compressed films and this mobile phase, although the latter, 
com])resseil separately, cerlainly gives a characteristic protein curve. 
The whole i|uestion requires more detailed study. 

c). {)i\\€T properticft of prntpm monolayers . — The surface potentials vary 
during compression in somewhat the manner shown in Fig. The 

])roduct Ay ’A/ A] corrects for changes in the surface density. It is evident 

I. Langmuir and T). F. Waii^h, J. Am. Phem. Sot’., 52: 2771, l.HO. 

J. B. RaiL’inan and L. A. [’hainbrrs, J. Phys. lliein., 46: 20ft, l.ft41, and nunitTniis 
unpublished nieasuremrnts; see also J. B. Bateman, L. A. (Miambers, and II. K. Palkins, J. 
Iinmunol., 39: 511, 1041). 

A. (Tianibcrs and T. B. Bateman, unpublished experinienls, 1941). 

a. J. B. Bateman and L. A. Fliambcrs, J. Bhys. (licm., 46: 209, 1.941; b. D. (1. Dervi- 
( Ilian, Fompt. rend. Aead. d sc. 2D9: Jli, 19.S9; v. M. Joly, J. ehim. phys., 35: 285, 1,939. 

M. Joly, Fniiipt. rend. Acad. d. sc., 2DB: 975, 1939. 

J. [lUastalbi, Cninpt. rend. Acad. d. sc., 2DB; 1078, 1939. 

a. J. II, Huphes and K. K. Ridenl, Prnc. Roy. Soc., 137A : 62, 1932; b. J. II. Schulman 
and E- K. Rideal, Biochem. J., 27 : 1581, 1933; c. G. T. Philippi, “ On the Nature nf Proteins”: 
Thesis, Vniversity of Leyden, N. V. Noord-Holland.sche LTitgever.smaatsfhappi, Amsterdain, 
19311; d. M.G. ter Horst, Rec. trav., 66: 33, 193G. 
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that considerable rearrangement of polar groups occurs at a certain stage 
of compression. Large changes occur also at acid and alkaline reactions; 
these are greatly reduced by the presence of salts in the substrate. 

Protein films exhibit remarkable changes of state during compressif)n. 
The most elementary facts can be demonstrated by very sim])le observa- 
tions: the behavior of dust particles the very characteristic patterns pro- 
duced when a spreading oil drop displaces the film;^^^'^^® the passage of film 
material through a surface channel 5—10 mm. wide.'^'^^ Practically all pro- 
tein mf)nolayers become gelatinous and elastic when compressed. The 
pressure at which solidification occurs for isoelectric films, or films on pure 
water, varies over very wide limits for different proteins, and also depends 
to a considerable extent upon the history of the film; in many cases the 
accompanying structural changes occur slowly, and gelation may take a few 
secon [Is or a few hours. It can usually be reversed by expansion or mechan- 
ical disturbance, the films being markedly thixotropic. Egg albumin ami 
pepsin are characteristically rigid at very low pressures, while insulin and 
gliadin remain fluid, when freshly spread, up to 10 or 15 dynes/cm. These 
ilifferencBS are not correlatefl in any obvious way with other properties. 
Gliadin, which forms liquid films, is very compressible; insulin, which also 
forms liquid films, is almost as incompressible as ovalbumin, which is solid. 
Aged gliadin films appear to solidify at a lower pressure than fresh films, and 
at a point coinciding with an infleetiDii of the force-area curve,^^^ but no 
such coincidence can be Jioted in the case of other proteins. Films of 
ovalbumin on sodium tungstate may be extremely rigid at D.l dyne/cm. and 
yet show the usual inflection at higher pressures. On the other hand, the 
changes in compressibility which mark the transition from to 

films, as the area available' for spreading is increased, are accompanierl by 
an increase in the gelation pressure; according to Joly,'^^^ the pure A films, 
obtained by .s])rcading at pressures below D.15 dyne/cin., remain fluid when 
compressed. 

Quantitative studies with the oscillating disc method in its several fornis'^'^'^ 
have given values for the absolute viscosities of films in the very limited low 
pressure region which is free from anomalous effects, and apparent values, at 
high amplitudes of oseillation, in the plastic region. Tlie enormous range of 
variation is illustrated by the following values obtained at a surface pressure of 

438 ppj. detailed, but presumably very tentative, discussinn, see G. T. Philippi, ref. (435c). 

a. H. Devaux, Bull. Soc. Sc. Phys. et Nat., Bordeaux, 19 Nov., 1903, p. 3. 

^38 “Si on met une trace de substance grasse sur le voile on le hrise en Hoile avec une 
nfettetfe remarquahle”: H. Devaux, Compt. rend. Soc. de biol., 119: 1124, 1935. 

a. V. J. Schaefer, J. Phys. Chem., 42: 1989, 1938; b. I. Langmuir, (-old Spring Harbor 
Symp., B: 171, 1938. 

J. B. Bateman and L. A. Chambers, Nature, 142: 1158, 1938, and unpublished data. 

J. S. Mitchell, Tr. Faraday Soc., 33: 1129, 1937. 

M. Joly, J. chim. phys., SB: 285, 1939. 

a. M. Joly. J. chim. phys., 35: 285, 1939; b. L. Fourt, J. Phys. Chem., 43: 887, 1930; 
c. I. Langmuir, Cold Spring Harbor Symp., B: 171, 1938. 
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6 dynes/cm.:'*^^° gliadin, 0.001 C.G.S. units; zein, 0.002; insulin D.021; trypsin, 
0.12; pepsin, edestin, 2.3. Films on acid solutions at pressures below the 
gelation point are about 30 times less viscous than at the isoelectric point when 
first spread, and do not at once solidify at higher pressures. The acid 
reaction does not, however, necessarily abolish the ability to form a gel; it only 
prolongs the relaxation time from a few seconds to a few hours. 

The relation between the various elastic moduli has not been worked out 
fully. The rather elaborate experiments that might be needed would certainly 
yield useful information concerning the nature of the binding forces in protein 
monolayers. The oil expansion patterns show el early enough that the com- 
pressed films are anisotropic, and it is possible that quantitative data could be 
obtained by a refinement of this technique. 

d). The structure of 'protein monolayers . — The insolubility of protein 
monolayers suggests at once that they have an open polypeptide chain 
structure. This possibility invites comparison with the molecular arrange- 
ment ill fibers. If the chains had the jS-keratin configuration, with the side- 
chains lying in the plane of the surface, the area per amino-acid residue 
would be about 33 A.^ If the side-chains were perpendicular to the surface 
and spaced so as not to get in each other’s way, the area would be 1 6 A.^ In 
an a-keratin configuration or something similar, with side-chains perpendicu- 
lar, the area would be about C A.^ The corresponding values in 
assuming an average residue weight of 125, would be about 1.6, D.8 and 0.3 
respectively. We have already referred to the difficulty of assigning 
absolute values to the experimental areas, but the range of areas found for 
gliadin films when apparently spread without loss of material is from l.B to 
0.5 m. At first sight this suggests a change in side-chain orientation 

between 1.6 and 0.8 m.^/mg. and some sort of backbone folding at lower 
areas. As a general explanation this is inadequate. The surface electric 
moment is constant between l.B and l.Om.^/mg., so that probably no change 
in configuration occurs in this range. This must mean that the side-chains 
are tilted all the time, and it has been suggested that the compressibility 
at very large areas arises from the elimination of water of hydration. 

The disposition of the polar and nonpolar side-chains presents some 
diflBculty. In an extended polypeptide chain composed of i-a-amino-acids, 
neighboring side-chains are on opposite sides of the main chain. In general, 
however, polar and nonpolar chains will not alternate in this regular manner, 
so that it will not be possible for all the hydrophilic groups to point down- 
ward and the hydrophobic groups up. If the chains are folded in the plane 
of the surface by rotation about single bonds, any desired arrangement of 

*** M. Joly, J, L’him. phys., 36: 285, 1939. 

*45 L. Fourt, J. Phys. Chem., 43; 887, 1939. 

44® a. A. II. Hughes and E. K. Rideal, Pror. Roy. Soc., 137A; B2, 1.932; b. J. S. Mitchell, 
Tr. Faraday Soc., 33: 1129, 1937; c. E. G. Cockbain and J. H. Schulman, ibid., 35: 12BB, 1939. 

447 d. T. Philippi, Dn the Nature of Proteins: Thesis, University of Leyden, N.V. Noord- 
Hollandsche Uitgeversmaatschappi, Amsterdam, 1936. 
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side-chains ran be obtained/'^** but the X-ray pattern of protein multilayers 
seems"^"^** to show the presence of ])arallel chains, while the oil expansion pat- 
terns prove that there arc lines of weakness at right angles to the direction of 
compression. It is more probable that the folding occurs in a plane per- 
pendicular to the surface, so that segments of polypeptide chain tend to 
float up out of the surface if the side-chain is hydrophobic, even if it is 
oriented downward, while the whole segment tends to be immersed if the 
side-chain is hydrophilic. 

According to this idea, the chain molecules can be regarded to a first 
approximation as linear polymers capable of acting independently in seg- 
ments, subject to restraints imposed by the properties of neighboring seg- 
ments. Langmuir an d Waugh/^“ aj)plying the theory of pressure solubility, 
have sought to explain the differences in compressibility of different proteins 
in terms of differences in the projiortions of hydrophilic side-chains. Divid- 
ing the amino-acid Cfiiistituciits of proteins into three groups according to 
the degree of hydrophilic chararter of their side-chains, they have shown 
that the change of area ii|)oii compression from 1 to 3 dyiies/ein. is closely 
correlated with the content of acids of the most hyilrophilic class (Class I), 
while the conirarlion between 1 and 25 dyiies/cm. is related tf) the ratio 
of the mf)st hydro})h()bic (Class 111) to the most hydro|)hilic arid cunteJits. 
The first correlation they interpret as the result of reversible pressure dis- 
placement (solubility) of the Class 1 acids. The area at 25 dyiics/cm. is 
assumed to be a measure of the more strongly hydrophobic residues. 

It is significant tliat tlie correlation thus established involves the actual 
proportions of the various acids, or their relative vohiines, and not their 
iiioleL'ular proportions. This must surely inilieale that at low pressures tlie 
area occupied by cacii polypeptide unit is a function of the volume of the side- 
chain attached to it, alUiougli it does not neecssarily mean tliat the side-eliaiiis 
are coplauar witli the polypejitide chains; this seems rather improbable at 
areas less than l.li m. mg. 

The actual relations given by Langmuir and Waugh are 

- = J.88 - ].C>7-r (35) 

ct Ai ' 

and 

-’■* - [}.2{} -i- .>^.37 - "'S (3(1) 

C'l -li 

where Ct is the total frari ion of the jiroteiii aeeouiiteil for hy ainiiio-aeid analyses 
and Cl and Cj are the proportions of aeids of Classes 1 and 111. '^Flie use of Cg/nr 
instead of Cg involves the assumption that the acids iiiiaecounted for in the 
analytical data are distribiiteil in Classes I, II, and 111 in the same proportions 
as those already found. This would be hard to justify. Accordingly, it seems 

E. it. Cockbaiii and J. H. Sidiulmun, Tr. Earaday Sue*. 35: 1339. 

44'j \Y. T. Asthury, E. O. Bell, E. Gorier, and J. van Oniiondt, Natiirt*, 142: 33, 1938. 

T. J^angniuir and U. F. Waugh, -T. Am. Chem, Sor., 52: 2771, 1940, 
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tliat the rrmarkable exactness of equations anti (SB) is largely fortiiitmis, 
aiirl in presenting Laiignuiir anrl Waugh’s data in Fig. we have preferred lo 
use mean values of P 3 and Ca/ej- as a heiier apiiri>xiination to the true values of 
C. 3 . When this is done, with the inclusion of data for a few other proteins, the 
relationship, although still remarkable, takes the form shown. This is easy 
to understand, beeause one would expect that if Class I rivsi lines occurred in 
several neighboring positions along a polypeptide chain, their pressure displace- 
ment would occur more readily than that of isolated residues, and might also 
tend to cause the simultaneous subincrgenre of more hydrophobic resiilues. 

The weak point in the picture is that it leaves the region of compression 
between 2 and 25 dynes/cm. unaccounted for. Clearly some process must 
occur here other than the displacement of Class II acids, since it is precisely 
in this region that the compressibility increases from its niinimiim value. 
This minimum value may signal the complete disphieemeiit of Class I aeiils; the 
increase on the high pressure side is unaccounted for unless, indeed, one again 
invokes dehydration, as some authors have done already. 

5. Properties of Mixed Filni.s and Membranes. — We may readily 
imagine mixtures wliieli, by virtue of isomorphism or of S])e(‘ific interact ions, 
remain of constant composition upon compression; others in which one 
component is pressure-displaceable but not soluble. In others wc may 
exj)ecttrue prcssure-s(dubility fd one component, with a Ixibbs eiiuilibriuni, 
modified by possible specific interactions, between surface and bulk phases. 
There may also be adsorf)lion of dissolved substances, in which specific 
affinities may give the reaction an irreversible character. Within this wirlc 
range of possibilities, we shall find important and suggi‘stiv[» analogies with 
the behavior of biidogical systems. In the niixerl films of insoluble sub- 
stances we have, on the one hand, a mosaic structure of molecular dimeii- 
siojis; in the juessnre-displaccmciit of one com})onent iuLo llie substratum 
we see the formation of a bimolecular layer reminiscent of the lipoj)roteiu 
membranes tliat have been so widely discussed as a model for the plasma 
membrane; and in the possible effects of surface-active stdnles we foresee 
influences which must have a counterpart in the relationship between 
biological fluids and the interfaces with wdiieli they come into contact. 

a). Mixed monolayer.'! of insoluble suhstanees . — Mixtures of saturated 
straight-chain compounds show the comparatively simple behavior that 
would be expected. In general, a mixed film of substances giving liquid 
film s is itself liquid, with a molcrular area not greatly different from the 
mean area of tlie components, while a liquid-expanded film tends to be con- 
densed by a substance whicli forms a condensed filin.^'’^ This is what would 
be ex})ented if the degree of condensation of a film dej>ends upon the time 
average area of contact between neighboring chains. The evidence for 

a. A. H. Hughes and E. K. Rideal, Proc. Roy, Soi*., 137A: [>2, 1932; b. R. J. Fosbinder 
and A. E. Lpssig, J. Franklin Inst., 215: 579, 19.33; l*. T. Pliilippi, Dn the Nature iif 
Proteins: Thesis, University of Leyden, N.V. Noord-Ilollandsehe Uitgeversmaatsehappi, 
Amsterdam, 1935. 

4fi2 j)_ Harkins and R. T. Elorenre, J. Chem. Phys., B; 847, 1938. 
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head-group interactions is slight in these cases, although an equimolecular 
mixture of stearyl alcohol and stearic acid gives a solid film of unusually 
large area, while there is strong evidence for interaction between acids and 
amines. 

The condensation of expanded myristic acid films by tripalmitin and 
pentaerytliritol tetrapalmitate falts into line with the above argument. There 
are other condensing effects which seem to be more specific. Myristic acid is 
also condensed by cholesterol; p-nonyl phenol is condensed by cholesterol, but 
not by tripalmitin. The determining factor here might be the smaller 
number of degrees of freedom of the cholesterol molecule. 

Mixed films containing unsaturated chains have also received some atten- 
tion.^'*® Mixtures of oleic acid and triolein follow Harkins’ law of averages, 
as one would expect. Oleic acid and triolein with hexadecyl alcohol give films 
of larger area than the average of the components; upon compression, the oleic 
acid is squeezed out from the film. Florence and Harkins^®®'’-'’ attribute this 
effect to the bending of the carbon chain in oleic acid at the double bond, this 
steric factor serving to lessen the energy of contact between the oleic acid 
molecule and its neighbors. In support of this contention they cite experi- 
ments with the corresponding trans-compound, elaidic aciil, which has a 
straighter chain than oleic acid. In the most striking case, they find that a 
mixture of calcium elaidate and stearyl amine, which separately form expanded 
films, gives a highly condensed film, while the corresponding oleate-amine film 
was more expanded than a film of olcate alone. In the case of mixtures of oleic 
acid and tripalmitin^®®* there is an eft'eet of condensatioii. This may be due to 
favorable steric relationships conditioned by the fixed arrangement of carbon 
chains in the triglyceride molecule. Upon compression of this film it is the 
tripalmitin, and not the oleic acid, which collapses. 

The sensitiveness of the surface method in detecting interactions which 
might otherwise pass unnoticed has been put to use in an investigation of 
mixtures of polycyclic hydrocarbons and sterols. These hydrocarbons 
do not, of course, form pure monolayers. Some, such as phenanthrene (i), 
also do not form mixed films with sterols; others, by virtue presumably of 
steric factors favoring close contact, are able to remain associated with the 
sterol monolayer at certain surface pressures, although they are ejected 
from the film at high pressures. It seems that two types of film may be 
formed. The components may be mutually soluble; the course of pressure- 
displacement is then analogous to the variation of osmotic pressure with 
concentration. A typical case is that of 10-methyl- 1,2-benzanthracene 

N. K. Adnni, ref. (370), p. 7D. 

Cf. Leathes, quoted hy Adam, ref. [370). 

a. J. H. Sehulman and A. H. Hughes, Biochem. J., 29; 1243, 1935; b. R. T. Florence 
and W. D. Harkins, J. Chem. Phys., 6: 85B, 1938; e. fllher differences between ns- and 
frariA-olefinic chains are referred to hy E. K. Rideal, Nature, 144: 693, 1939. 

a. G. H. A. Clowes, W. W. Davis, and M. E. Krahl, Am. J. Cancer, 95: 9B, 1939; b. 
ihid., 37 : 453, 1939; e. W. W. Davis, M. E. Xrahl, and G. H. A. Clowes, J. Am. Them. Son., 
52; 3980, 1941). 
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(ii) mixed with cholesterol (iv). In the second type, well illustrated by 
3-4-bcnzpyrerie and cholesterol, there is evidence that complexes are formed. 
This type of effect is especially pronounced in presence of stearic acid, and 
tends, on the other hand, to be abolished by high temperatures and by the 
presence of double bonds or of particular substituents in the sterol molecule. 

Both 10-mcthyl-l,2-bcnzanthracene and 3-4-benzpyrene are carcino- 
genic; 10-butyl-l,2-bcnzanthracene, which also forms mixed films of the 
“solution” type, is not. Thus there is at first sight no correlation between 
surface behavior and carcinogenic activity. It has however been suggested 
that the solution type of interaction may be important “as a mechanism 
of transport of polycyclic hydrocarbons from the point of administration 
to the site of action in the animal organism while the association type 
may provide a mechanism for the binding of these substances in oriented 
binlogiciil structures. 

Reversible displacement of a component into the aqueous phase has been 
observed in compression of a mixed monolayer of gliadin and cholesterol.^®’ 
In this submersion of the protein fraction, one is reminded of the pressure 
displacement of residues in pure protein monolayers, but it must be assumed 
that in the present case the protein remains ^as an adsorbed underfilm by 
virtue of its insolubility, and not necessarily because of any anchorage to 
the more hydrophobic component. The compressed films have the fluid 
character of pure cholesterol monolayers. In remarking upon the resem- 

H. Schulman, Proc. Roy. Sop., 15BA: 701, 1930; Tr. Faraday Soc. 33: 1116, 

1937 . 
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blaiicc of the expaiidtnl film to a mosaic lipoproteiji membrane^*^ and of the 
compressed film to a stratified mcmbraiie'“’^ one is tempted to suggest that 
the two theories of membrane slrucUirc can perhaps be reconciled. 

b). Adsorptwii and penetration.' -The surface tension of solutions of 
capillary-active substances is detcrmineil by the Gibbs equation In the 
absence of specific interactions this remains true wlien the surface of such a 
solution is covered by an instduble nirniolayer. Thus the miiiinium surface 
pressure of the monolayer is dehiied by the nature and concentrations of 
capillary-active substances j)resent in the subslrate. If this equilibrium 
pressure is low enough, the monolayer and the Gibbs layer will remain in 
equilibrium; alternatively, injection of surface-active material under a 
monolayer will result iji penetration aiul dispersion of the latter and rise of 
pressure until the equilibrium value is attaineil. (Compression of this mixed 
film will be characti'rized, first, by a decrease in area at constant pressure 
until the soluble portion has been com])letely exjielled, anil then by the usual 
comiiressibility curve of the homogeneous monolayer. This process will De 
reversible. If the equilibrium pressure of thv Gibbs layer happens to be 
above the collapse pressure of the monolayer, the hitter will be completely 
and irreversibly displaced from the surfju'e. 

Irreversible displacemeiiL of monolayers by soluble substances has been 
observed in numerous instane.es, ol which we may mention the penetration 
and displacement of protein and of tripalmitin monolayers by sodium 
oleate.^'’“ Instances of simple reversible squeezing-out of the Gibbs layer 
at coiistan t jiressiire are not so easy to finij. It seems likely that this effect is 
nearly always masked by head-groui) interaction, so that after expulsion 
of the hydrophobic chains that have peiieLrated the monolayer, the head 
groups remain adsorlied with the chains oriented downward. The adsorbed 
layer may prevent close packing of the monolayer and cause the compressi- 
bility curve to be of the expanded type, or it may cause the formation 
of cross-linkages between head groujis and thus decrease the area of an 
expaniled film. This was observed by Askew in his stiiily of films on 
aipieous biilyl ali^ohol.'^'^^ Expansion oi the condensed film has lieen found 
with short-chain, capillary-active solutes, such as benzoic acid anil resorcinol 
and monolaj^ers of hexadecylamine.'*®^ Dicarboxylic acids such as 
azelaic, ITOO(XriG)7CODH, are also active. The adsorbed under-layer is 
best detected by its effect on the phase-boundary potential, which may be 
considerable. 

Penetration occurs more ami more readily as the hydrophobiq portion 
of the penetrant is increased. In penetration by octyl alcohol, caprylic 

Cf., R. Hiiber, J. tVll. ("timp, PhysiiiL, 7: 387, 103R, 

("f., J. y. Daniplli and IT. Duvsoii, ibnl., 6: 4.^)5, 1.93.5; J. F. Uanielli, iind., 7: 393, 1936, 
t.cmipare also the phase inversion ihpory of ion aiilaponisiii : fJ. II. A. Tlowes, Ztschr. f. physik. 
t'hein., 25: 407, 1916. 

J. IT. Si liuliuan, and A. IT. Hiiftluvs, llioihnn. J., 29: 1243, 1935. 

F. A. Askew, cited in ref. (370), p. 98. 

G. GoL'kbain and J. IT. Si liiiliiiaii, Tr. t^iraday Sor., 36: 716, 1939. 
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acid, and ri-etliyl phenol, it lias been found that ihe increment fur each 
addilinnal CHn ^roup is greater tliaii that givt'ii by 1Va\ibc\s rule, Ihe 
corresponding free energy decrease being around 101)0 cal./nndii per ('ll:, 
ijistead of the viable 040 foiiiirl at an air-water inlerface. This result may 
express the influence of Vaji dcr Waals forces between the hydrophobic 
portions of penetrant and inontdaycr. Penetration is also favored by the 
presence of suitable polar groups capable of reacting with the polar groii])s 
of the monolayer; liideaP'*^ considers this to be an essential step in the 
process of penetration. 

The most striking cases of penetration are those in which there is con- 
siderable interaction, whii-h may even amount to stoichiometric complex 
formation. All semblance to I he behavior demanded by the Gibbs adsor))- 
tion ecjuation may hv absent in these cases, penetration continuing up \n 
surface pressures far higher than those corresponiling to Gibbs aflsorj)tion 
of the penetrant in absence of a monolayer. Injection of a minute amt)unt 
of sodium hexadecyl sulfate under a hexadecyl alcohol monolayer at a 
pressure of 1 B dynes/cm. causes, in the course of two minutes, a rise of jnes- 
sure to 40 dynes/cm. and a large rise of phase boundary potential. Hex- 
adecyl alcohol and sphingosine form a very stable, rigid riornplex, from which 
the sodium oleate cannot be cxjielled by compression.'^''" Sterol films are 
penetrated by the hemolytic glucosides saponin, digitf)nin, and psycliosin in 
very small concentrations'*"" and by bilirubin and the ca))illary-active 
porphyrins. 

Nearly all lipoid penetrants or substances cajiable of dispersing protein 
monolayers are hemolytic. A distinction has been maile"*"® between pene- 
trants for protein and stered monolayers anil some tentative conclusions 
have been drawn concerning the constitutif)n f)f certain membranes on the 
basis of the lytic activity of these two groups of substances. Other analogies 
suggest that a close study of jjenetration and adsorption in monolayers must 
lead to a more unified theory of pharmacoh)gical action, and, in particular, 
to a more sophisticated use of the iilea of lipoid solubility. The new molec- 
ular point of view should eliminate some of ihe early anomalies and offer 
some suggestions for the synthesis of new anesthetics, anlicoagulants and 
sensitizers; it may give ns closer understanding of the mechanism of 
transport and operation of lipotropic and carcinogenic substances, and of 
vitamins or their precursors. At present, however, there are no sufficiently 
systematic investigations to show whether these hopes will be justified. 

K. (t. a. J'ankhurst, Fror. Roy. Sor., 179A: 393, 1.942. 

K. K. Ridi'Jil, Prr)f. Roy. Sof., 1B5A: 6S4, 1.93t». 

J. H. Schulman and A 11. Hughes, Riocheiii. J., 29: 1243, 1.93,5. 

a. J. H. Si-huliiian and A. II. Hughes, Rior-hpin. J., 29: 1243, 1935; h. J. IT. Srhulinnn, 
Tr. Faraday Sni’., 33: lllK, L93, 1937; v. F. K.Rideal, Nature, 144: 093, 1939; d. 1. Langmuir, 
V. J. Srhaefer, and 11. Soliolka, J. Am. ('hem. Sor., 59: 1751, 1937. 

Stenhagen and E. K. Rideal, Riorhem. J., 33: 1591, 1939. 

a. J. H. Schulman, Tr. Faraday Soi*., 33: lllB, 1937; b. E. K. Rideal, Nature, 144: 
fi,93, 1939. 
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Adsorption is not necessarily followed by penetration. There are 
numerous substances capable of being attached at the under surface of a 
monolayer, ranging from simple metallic ions to the multilayers of protein 
presumed by Hauser and Swearingen^®® to be formed beneath the primary 
monolayer at the surface of an ovalbumin solution. All are capable of 
influencing profoundly the properties of the monolayer. Tartrazine, by 
combining with the free NH 2 groups, enables ovalbumin to spread rapidly 
on acid solutions^’® and causes liquefaction and increased pressure solubility 
of the resultant monolayer. Spermidine promotes spreading of pepsin 
on alkaline solutions. By becoming attached to two or more barium 
atoms of a barium stearate monolayer, or to two NHb ions of hexadecyl- 
amine, the polymetaphosphate “Calgon” causes a remarkable increase in 
the rigidity of these films. '**^2‘* Adsorption at several points is also probably 
responsible for the solidification of some protein monolayers spread on solu- 
tions of formaldehyde^^^ or of the multibasic substance, tannic acid, at 
neutral reaction, or of sodium tungstate at pH A thorough analysis 

of these effects, which show considerable variations among different pro- 
teins, should contribute to our knowledge of the geometrical distribution of 
polar groups in monolayers, at the same time presenting an analogy to the 
action of agglutinins. 

The adsorption of metallic ions, which in minute concentrations may 
profoundly affect the properties of monolayers of stearic acid and other 
substances containing carboxyl groups, has been studied by Langmuir and 
Schaefer."^^® The di- and tri-valent ions are able in occupying two or 
more end groups to confer considerable rigidity. Under suitable conditions 
this effect can be antagonized by monovalent cations, an action which can 
be expressed in analytical terms by the use of a semiempirical adsorption 
isotherm with properly chosen constants.'*’^® 

p). Bimolecular films and membranes: study of the liquid-liquid interface . — 
Proteins spread very rapidly at a liquid-liquid interface to form insoluble 
monolayers of much the same area as those at the air-water interface, and with 


E. A. Hauser and L. E. Swearingen, J. Phys. Chem., 46: B44, 1941. 
a. E. Gorter, H. van Ormondt, and T. M. Meyer, Biorhem. J., 29: 38, 1935; b. E. 
finrter, Tr. Faraday Sor., 33: 1125, 1937. 

J. B. Bateman and L. A. (Chambers, unpublished data. 

a. I. Langmuir and V. J. Schaefer, J. Am. Chem. Soc., 6B; 294, I93(i; b. ibid., 69: 2499, 

1937. 

I. Langmuir, V. J. Schaefer, and D. M. Wrinch, Science, B6: 7li, 1937. 

E. (1. (^ot'kbain and J. H. Schulman, Tr. Faraday Soc. 36: 716, 126B, 1939. 

J. B. Bateman and L. A. Chambers, unpublished data. 

a. I. Langmuir and V. J. Schaefer, J. Am. Chem. Soc., 68 : 284, 193B; b. ibid., 69 : 2499, 

1937. 

Compare also R. J. Myers and W. D. Harkins, Nature, 139; 3BB, 1937; J. S. Mitchell, 
E. K. Rideal, and J. H. Schulman, ibid., 139: B25, 1937; C. Robinson, ibid., 139: 
92B, 1937. 
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much the same mechanical properties/^®- The force-area curves resemble 
those of gliadin and are said to follow closely the behavior suggested by Lang- 
muir’s theory of the liquid expanded state.^“” The hlms can be compressed 
until the interface takes on an opalescent appearance, resulting from the 
formation of numerous ripples in the monolayer surface,^’^®’’-^®^ a phenomenon 
that can also be observed by spreading a froth of egg white on a sheet 
of stretched rubber: upon relaxation, the hexagonal cell-walls are thrown into 
sinous folds/®^ In the former case, it is probable that the folding occurs when 
the interfaeial tension becomes zero; oil drops covered with a folded film of this 
type can form a thermodynamically stable emulsion. The occurrence of such 
films also favors the preparation of protein membranes/®^ The film can be 
folded double by lowering a wire loop vertically through the interface. Mem- 
branes made in this way from a film at a pure benzene surface soon break in 
water, but mucli more stable ones are produced if the benzene contains a little 
lecithin. These consist, jnobably, of two layers of protein separated by one or 
two of lecithin. Danielli, two years earlier/®^ had described spherical shell oil 
films of the same type obtained by allowing a heavy drop of a salt solution 
containing a little protein to fall through the interface between an oil and a 
dilute protein solution. The tension of these membranes has not been men- 
tioned; it is probably very low. The low surface tension of certain cells, such 
as the unfertilized Arbacia egg, has been attributed to the effect of a protein 
component of the plasma membrane, and a similar effect has been demonstrated 
directly in the ease of the oil droplet from a mackerel egg, which in its natnral 
environment has an interfaeial tension of only l).6 dyne/cm. In water the 
value rises to 10 dynes/ cm., falling again to the original value on being placed 
in an aqueous egg extract. This implies that the protein component is 
adsorbed in soluble or elutable form; more work is needed to deterrnine the 
conditions under which soluble films can be produced in vitro. 

6. Chemical Reactiuns of Monolayers. — It is somewhat difficult to 
make a valid quantitative comparison between reactions involving mono- 
layers and the corresponding reactions as they occur in bulk. In a mono- 
layer, the different parts of the molecule find themselves in widely different 
environments, and an approximate definition of the analogous conditions in 

a, F. A. Afdtew and J. F. Daniplli, Proe. Roy. Sot-., 166A: 695, 1936; b. H. Devaux, 
rnmpt. rend. Acad. d. sc., 2D2: 1957, 1936; r. I. Langmuir, V. J. Schaefer, and D. M. Wrinch, 
Science, BB: 76, 1.937; d. J. F. Danielli, Cold Spring Harbor Symp., 6: 190, 1938. 

Phenomena depending upon the adsorption of proteins on oil droplets, eLe.: inaetivation 
of slaphyloeocfus toxin, J. M. Johlin and R. H. Rigdnn, J, Immunol., 41 : 233, 1941; removal of 
proteins from solution by shaking with chloroform, M. tl. Sevag, Biochem. Ztschr., 273: 419, 
1934, and elsewhere; protective ad ion of ad.sorbeJ protein on oil-in-water einul.sions, R. L. 
Nugent, J. Phys. (^hem., 35: 449, 1.932; electrophoretic mobility of fat droplets in blood, A. 
PVazer, Physiol. Rev., 2D: 561, 1.94D. 

A. E. Alexander and T. Teorell, Tr. Faraday Sue., 35: 733, 1939. 

I. Langmuir and D. F. Waugh, J. Gen. Physiol., 21 : 745, 1938. 

D. A. W. Thompson, On Growth and Form: Macmillan, New York, 1942. Thompson 
points to the possible analogy between these ripples and those found in the endothelium of 
blood vessels and elsewhere. 

J. F. Danielli, J. Cell. Comp. Physiol., 7: 393, 193B. 

484-404 Review: E. N. Harvey and J. F. Danielli, Biol. Rev., Cambridge, 13: 319, 1938. 
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bulk cannot be? inark^ unless the reaction mechanism is known in some 
detail. The lenlativc conclusion has been drawn from the study of a 
number of surface rcaclKins'^®^ that the absolute velocity, reaetion order, 
effect of j)Uy anil activation energy are often nearly the same as for 
the reaction oci-iii riiig in bulk. The most interesting difference lies in the 
possibility of controlling the steric factor in film reactions by making the 
reactive groups more or less accessible to reactants present in the sub-solu- 
tion. The possibility also exists that, under the influ ericc of surface forces 
or cross-linkages in the monolayer, reactive groups will be altered enough 
in their relative configurations for the activation energy to be significantly 
changed. The most striking case of this occurs in protein monolayers, 
which seem to lose a g[)od deal of their specific reactivity when spread. 
Thus antipjieiimococcus antibotly monolayers will not react with the specific 
polysaccharide,^'’® while sj)readiiig completely destroys the biological activity 
of the interstitial cell -stimulating hormone, metakentrin."^^^ At the othei 
extreme are reactions which are said to occur only when one reactant is 
adsorbed. Haurowitz, for example, finding that the hemin-eatalyzed oxiila- 
tion of linoleic acid occurs only at an oil-water interface, concluded that 
orientation ami deformation of the unsaturated acid are necessary for the 
reaction. 

Despite the loss of their more specific properties, protein monolayers are 
still attackeil by proteolytic enzymes, the kinetics of the reaction apparently 
agreeing closely with that observed in bulk^’’'* if care is taken to avoid arte- 
facts produced by penetrating fatty impurities in tlic enzyme. This only 
means, presumably, that the bulk reaction is also essentially heterogeneous, 
and that the first stage consists in the unfolding of the protein moleeule. 
Gorter found that the spreading of myosin is promoted by partial digestion 
with trypsin,'"''^ and that of fibrinogen by trypsin or prothrombase.'^^'^ It is 
eoncluiled from the time course of the change in phase boundary potential'’'’ 
that the subseLpient reaction in the process of digestion consists in the sneces- 
sive hydrolysis of terminal peptide links, the fragments passing into solution 
and leaving a residual monolayer of progressively shorter polypeptide 
chains. This conclusion is based, however, upon a cpiestionable interpreta- 
tion of the changes in phase boundary potential. 

When the reaction rate depends greatly upon surface pressure it is likely 
tliat steric factors arc of importance. Liquid-expanded films of unsaturated 

K. Kideal, Proc. Roy. Soc., 165A: BSt, 193B; rf. ref. (370), p. 95. 

,T. r. Diinielli, M. Danielli, and J. R. Marrark, Rrit. J. Exper. Path., 19: 393, 1.Q38. 

R. Phow, H. B. van Dyke, R. 0. Preep, A. Rothen, andT. Shedlovsky, J. Biol. Chem., 
140 : xxvi, 1941 . 

Haurowitz and P. Schwerin, Enzymologia, 9: 193, 1941. 

J. H. Schulman and E, K. Rideal, Biochem. J., 27 : 1581, 1933. 

J. H. Schulman and A. H. Hughe.s, ibid., 29: 123B, 1935. 

^"^E. liortcr and U. van Onnondt, Biochem. J., 29: 48, 1935. 

E. fiorter.L. Maaakant, and LI. J. vanLockeren (’ampagne. Prop. kon. Akad. Wcten.srh. 
Anislerdam, 2B; 1187, J936. 
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acids with a double bond half way along the carbon chain arc rapidly oxidized 
at low pressures by acid permanganate, while removal of the double bonds 
from the surface by compression greatly decreases the rate of reaction. The 
rate of digestion of lecithin monolayers by snake venom is similarly extremely 
dependent upon surface pressure, presumably because the reaction involves 
attack of the double bond in the oleyl group, wiiicli may be lifted by com- 
pression. The same thing occurs, however, in the hydrolysis of long-chain 
esters'*'’'’ where the active group remains in the aqueous phase on compression, 
in the autoxidation of an unsaluraled long-chain triglyceriilc (the maleic 
anhydride compound of jS-elaeosl carin), in which the double bond is still 
accessible to attack by oxygen, even after compression has removed it from the 
lower interface, and in the photochemical hydrolysis of stearic anilide. In 
the first case the effect has been attributed'’*’^ to the pressure submergence of 
the ester group, which thus provides a protective hydrocarbon environment 
for the point of hydrolytic attack, but the data presented ilo not give very 
strong support to this view. In the auLoxidation reaction, although the 
case is complicated by the occurrence of a secondary surface polymerization, 
it seems certain, from a study of the effects of pH and of inhibitors, that water 
is involvpfl in the oxiilation process. The pressure variation of the plioto- 
cheniical reaction rate is attributed in part to the dichroistn of stearic aniliflc, 
with conseqiK'iit change in extinction coeflicient as the molecules are reoriented. 

These few examples show how hard it is to find clear-cut illustrations of the 
slcric elTecI ; in each case the effect exists under circumstances in which, at first 
sight, it would not be expected, and for each case a different explanation is 
invoked. This is not to question the correctness, at least in part, of the 
explanations offered, but only to emphasize the complexity of surface reactions 
and the difficulties of interpretation wheji direct analytical methods are pre- 
cluiled. This circumstance removes some of the advantages gained by the 
possibility of examining the reactions of a single layer of oriented molecules. 
Nevertheless the study of chemical reactions in monolayers is likely to iiiiTcase 
in importance and will contribute greatly to our knowledge of tlic reactions of 
polymeric subst ances. 

7. Filins Transferred to Solid Surfaces. — Although the amount of 
useful biological informaiion derived from them has not hilherlo been very 
great, the properties of films at sidid surfaces are of some interest. These 
films may be obtained cither in the form of monolayers or multilayers trans- 
ferred to a soliil surface From an air-water interface, or in the form of layers 
adstirbed directly from solution. Studied with the aid of optical and other 
methods, they may ])rovc very useful in the quantitative examiiiaLioii of 


A. H. Hughes and E. K. Rideal, Proc. Hoy. Soc., 140A: 253, 1933. 

A. II. Hughes, Biorheni. J., 29: 437, 1935; E. K. Rideal, Nature, 144: H93, 1939. 

A. E. Alexander and J. H. Schulman, Priie. Roy. Sue., IBlA: 115, 1,937. 

G. (iee and E. K. Rideal, Pnic. Ruy. Sue., 163A: 11 B, 129, 1935; li. [ice, ihid.^ 15BA, R92, 
'193B; G. Gee and E. K. Rideal, J. fdieiii. Phys., 5: 794, 1937; G. Gee, ibid., 6: 891, 1937. 

K. Rideal and J. S. Mitchell, Prue. Ruy. Sue., 159A: 29B, 1937; cf. J. S. Mitchell, J'. 
Them. Phys., 4: 725, 1936. 
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more or less specific interactions between biological substances available 

only in minute amounts. 

tt) . Preparation and structure of transferred multilayers . — Monolayers of many 
substances can be transferred from the surface of a solution to a solid surface 
merely by dipuing the plate vertically through the surface and raising it. The 
conditions under which this transfer occurs have been studied in especiq,! 
detail by Blodgett in the case of stearic acid and its salts.®®® It has been found, 
for example, that a clean glass or polished chromium-plated slide rubbed vigor- 
ously with ferric stearate®®® takes up part of a compressed monolayer of copper- 
barium stearate on being dipped through the surface occupied by the mono- 
layer and a second portion on being raised. Tlje decrease in area of the mono- 
layer, held at constant surface pressure during each part of this process, is 
about equal to the measured area of the plate, notwithstanding the fact that 
the measured area is only a two-dimensional projection of the true area, 
which must be very much greater. The plate, therefore, acts merely as a grid 
upen which the monolayer supports itself at isolated points.®^® A slide thus 
coated with a basal layer of ferric stearate and two layers of Ba-Cu-stearate, 
if subjected repeatedly to the dipping procedure, can be coated with a multi- 
layer of any desired thickness, expressed in odd multiples of the monolayer 
thickness. As would be expected, these built-up films, removed from the 
influence of restraints operating at the water surface, tend to undergo rearrange- 
ment, in the course of a few hours, to the configuration characteristic of the 
crystal lattice. This change is comparatively slight for the stearates, but 
rather greater for unsaturated substances. ®^^ The configuration of multilayers 
and its relation to those occurring in the crystalline polymorphs has been the 
subject of X-ray and electron diffraction studies, with somewhat divergent 
results in various matters of detail.®^^ 

Multilayers of sterols have been prepared with thickness per molecule 
about the same as that found for dimensional crystals;®^® chlorophyll also can 
be obtained in this form.®^^ Studies of protein multilayers by X-ray diffraction 
appear to confirm the polypeptide chain structure of the monolayers from which 
they were built. ®^® 


K. B. Blodgett. J. Am. (’hem. Sor., B7 : 1007, 1937; K. B. Blodgett and I. Langmuir, 
Phys. Rev., 61 : 904, 1937; I. Langmuir and V. .1. Schaefer, J. Am. Phem. Soc., 69 : 2400, 1937; 
ef. L, Denard, J. Chim. Pliys., 35: 210, 1.939. Denard claims that multilayers of the types 
described by Blodgett and Langmuir can be obtained from pure stearic acid on D.OlM IICl. 

I. Langmuir, V. J. Schaefer, and II. Sobotka, J. Am. Chein. Soc., 69: 1751, 1.937. 

J. J. Bikernian, Pror. Roy. Soc., 170A: 131), 1939. 

A. E. Alexander, J. Chem. Soc., 777, 1939. 

E.g., L. H. liermer and K. H. Storks, Proc. Nat. Acad. Si. IJ.S., 23; 390, 1937; Phya. 
Rev. 66: 648, 1939; 11. D. Loumnulos and E. K. Rideal, Proc. Roy. Son., 17BA: 421, 1941; 
A. Tameron and G. D. L’oumoulos, ibid., 17BA: 415, 1941; G. Knott, J. H. Schuhnan, and 
A. F. Wells, ibid., 176A: 534, 1940; Holley and S. Bernstein, Phys. Rev., 62; 525, 1937. 

I. Langmuir, V. J. Schaefer, ahd H. Sobotka, J. Am. Chem. Soc., 69; 1751, 1937. 

I. Langmuir and V. J. Schaefer, ibid., 69: 2075, 1937. 

618 w. T. Astbury, F. 0. Bell, E. Gorter, and J. van Ormondt, Nature, 142; 33, 1938. 
G. L. Clark and S. Ross, Science, 85 : 202, 1937, previously found a long spacing of 73.3A but 
failed to observe any at ID A. 
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b). Determination of film thickness by deposition of stepped multilayers. 
more immediate interest is the application of this technique to the preparation 
of stearate multilayers suitable for the optical measuremeiiL of film thickness.^* “ 

In the simplest possible case, monochromatic light rays reflected from the 
chromium and the stearate surfaces of a multilayer will interfere if the optical 
path difference between the rays is X/2 (X = wave-length). In practice it is 
found that multilayers built in steps of two show up as a series of banils of 
different brightness when viewed at large angles of incidence in monochromatic 
light. If the angle of incidence is 73° the bands of 47 and layers are about 
equally dark, and the bands on either side of these get progressively brighter. 

If the whole series of steps is now covered with a film of uniform thickness, the 
47 and 49 bands are no longer equally dark, but can be made so by adjusting 
the angle of incidence to some new value. In this manner the optical thickness 
of the new layer can be calculated to within a few A., ami its true thickness 
can be determined if its refractive index be known. In some cases, the refrac- 
tive index can be determined independently by observing the disappearance of 
interference fringes formed when the substance is deposited on glass slides of 
the same refractive index; in other cases more or less plausible assumptions 
have to be made. Permanent reference blocks of etched lead glass have been 
described.®'^ 

Protein monolayers are somewhat thicker when transferred from a water 
surface at 30 dynes/cm. than at but there is no certainty that their 

actual thickness does not change during transfer, nor that there is not some 
rearrangement during the process. Some evidence has been given^^® that 
the outer surface of a protein film deposited on dipping (^1 film) and the 
inner surface of that deposited when a plate is withdrawn [B film) are both 
hydrophilic, as one would expect, while the opposite surfaces are hydro- 
phobic. The differences arc not, however, very clear-cut, perhaps because 
of the imperfect segregation of polar and nonpolar groups, or perhaps 
because of stretching and reorientation^^® during transfer. Such differences 
as are noticeable tend to become obliterated when the films are dried. 

The actual recorded values of the thickness of transferred protein mono- 
layers show wide variation, from 9.5 A for ovalbumin spread at the isoelec- 
tric point^^“ to 75 A for a B film of a complex protein fraction obtained from 
hemolytic streptococci. Some authors, assuming that the thickness of a 
protein monolayer must be 5 A at low pressures and 15 A at high, tend to 

K. 11. Blodgett, J. Phys. ("hem., 41: 975, 1937; K. B. Blodgett and I. Langmuir, Phys. 
Rev., 61: 9B4, 1937. 

K. B. Blodgett, Rev. Sr. Instr., 12: 19, 1941. 

I. Langmuir, V. J. SrhapfE?r, and D. M. Wrinrh, Srience, 86: 7B, 1937; H. Neurath, lin'd., 
86: 289, 1937; cf., L. A. Chambers, I. B. Bateman, and H. E. Calkins, J. Immunol., 40: 4B3, 
1941. 

Reversal of orientation of .sterol molecules in monolayers has been desrribed: I. Lang- 
muir, V. J. Schaefer, and H. Sobotka, J. Am. Chein. Sor., 59: 1751, 1937. 

62 D Astbury, F. 0. Bell, E. dorter, and J. van Ormondt, Nature, 142 : 33, 1938. 

a. J. B. Bateman, L. A. Chambers, and H. E. (^alkin.s, J. Immunol, 39: 511, 1940; 1), 
of. E. A. Hauser and L. E. Swearingen, J. Phys. Chem., 45: B44, 1941. 
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rcfjarrl thicker films as irniierfectly spread nr inhomngencmis. Although 
some interest attarhes to the thinnest and most eompletely degrafieil films, 
partieularly from the point of view of protein striieiurc, a dogmatic refusal 
to regard the less degraded films as legitimate monolayers is unreasonable 
in our present stale of ignorance. It is conceivable that the physical con- 
ditions at biological interfaces are such as to prevent complete spreading ami 
to encourage the formation of viscous or plastic j)artially oriented filtns. 
In these may be embedded protein fragments which still retain some of the 
specific properties of the “native'’ substance, and which influence in great 
degree the physical pr[)perties of the film. Jii jiresence of tissue fluifls con- 
taining dissolved protein, such a film will also tend to be associaterl with an 
adsorbed layer of practically undenatured protein the films mentioned 
above, which on deposition as a ^ layer had a thickness of 7S A, gave an .1 
layer only 24 A and an ^2^ layer 47 A thick. The former value can be due 
[)nly to the elution r)f adsorbed soluble protein while the slide was immcrseil 
in water. 

c) . t^'pecific reactionft of transferred monolayers . — Closely related to the 
foregoing remarks is the question of the extent to which transferred protein 
monolayers retain their biologically specific character. Sj)ecific activity 
has certainly been observed in monolayers of enzymes or in substances 
associated with the monolayers; egg albumin appears to retain its ability 
to react with specific antisera after spreading,*^® and so do various antigenic 
proteins and nucleic acid-protein complexes from hemolytic streptococci. 
Antipneumococcal antibody, on the other hand, is no longer able to react 
with specific polysaccharide after spread ing.^^^ The relation of these 
observations to the completeness of sprearling remains largely an ojien 
question; in one case,^^^'* however, it appears certain that specific reactivity 
is retained even by the thinnest films of antigen, and probable that a 
certain difference in reactivity of the two surfaces of the antigen monolayer 
becomes apparent when spreading approaches completion. 

d) . Multilayer surfaces as adsorbents for dissolved substances . — While 
there remains som e doubt as to the survival of specificity in proteins un Folded 
at a liquid interface, it is very well known that, at solid surfaces, adsorption 
is rarely accompanied by significant loss of activity; dispersion of the active 
substance over a considerable area may even cause an apparent pt)tentiation 
of infectivity of virus particles. A bacterial toxin or a hormone may be 


a. E. Gorter, Prop. Roy. Sue., 16BA: 70B, 1938; b. I. Langmuir and V. J. Schaefer, 
J. Am. Chem. Sop., BD : 1351, 1938; c. I. Langmuir, C^.old Spring Harbor Symp., B : 171, 1938; d. 
H. Sobotka and K. Bloch, J. Phys. Chem., 46: 9, 1.941. 

A. Rothen and K. Landsteiner, Science, 80: fi5, 1939. 

a. L. A. Chambers, J. Immunol., SB: 543, 1939; b. L. A. Hhambers, J. B. Bateman and 
H. E. (Mkins, ibid., 40 : 483, 1941; c. J. B. Bateman, H. E. Galkins, and L. A. Chambers, 
ifnd.,41; 321, 1941. 

J. P. Danielli, M. Danielli, and J. R. Marraek, Brit. .1. Exper. Path. 18: 393, 1938. 
Inter alia, R. Doerr and S. Seidenberg, Ztschr. Hyg. u. Tnfektiemskr., 114: 289, 1932. 
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inactivated by adsorption at a chloroform-water interface/^^ while it may 
remain active after attachment to collodion particles. At the same time, 
the mechanisms of various sensitive agglutination reactions,®^® doubtless 
depending for their occurreJice upon adsorption, remain obscure. It would 
seem that more detailed information could be obtained, at the cost of some 
loss of diagnostic sensitivity, if the conditions for adsorption could be 
simulated at a multilayer surface, and the process followed by ineaMiriiig 
thickness increineiits. Comparatively little has b6en done in this direction, 
but preliminary work shows what may be expected. Methods of condition- 
ing surfaces for adsorption have been suggested^^“ and the adsorption of egg 
albumin (50 A increase in thickness), tobacco mosaic virus (300 A) and 
diphtheria toxin (36 A) observed. Tlie toxin so adsorbed reacts with 
antitoxin, giving a further 75 A inerement.^^'^ Similar activity is dis- 
played by aflsorbed layers of egg albumin, catalase,^^^*' and pneumococcus 
.antipolysaccharide antibtidy'’^^'*^’ when exposed respectively to anti-egg 
albumin, anti-catalasc antibodies, and to pneumococcus capsular poly- 
saccharide. Nonspecific adsoqition is apt to obscure some of these reac- 
tions. Quantitative stiuly and irderpretation of some of these effects is 
obscured by the ambiguity of any apparent increase in thickness, which 
may represent complete covering of a surface with a thin layer of material, 
or partial covering with a thick layer.**^^ 

Extremely thick layers (100-500 A) of salmine, insulin, and casein arc 
adsorbed from isoelectric solutions at the surface of condition erl jdates.^'*^ 
Isoelectric insulin, but not isoelectric casein, can also adhere to the layers of 
salmine; on the other hand, salmine causes insulin layers to detach them- 
selves. There is some slight indication that 2,4-dinitro-o-cyeh)hcxylpheiioJ, 
which is known as a respiratory stimulant and inhibitor of cell division,'''^ ^ 
may block the adsorption of insulin by protamine. 


**27 E.g., .1. M. Jr)blin, Prm'. Sni*. Exper. Biol. & Mod., 35 : 523, 1937; J. M. Johliu and It. 11. 
Rigdon, J. Trnniunol., 41: 233, 1941. 

®^“E.g., J. Freund, Proi*. Soc. Expir. Biol. & Med., 2B: l»5, 1931). 

^23 To meiiLiun only reeent exmiiples, the agglutination of red cells upon adsorption of 
influenza virus: G. K. Hirst, J. Exper. Med., 75: 195, 1942, .iiid other papers by the same 
author; the agglutination of cidlodion particles after adsorption of the virus-antibody complex: 
K. Goodner, Science, 94 : 241, 1.941. 

a. I. Langmuir and V. .1. Schaefer, J. Am. Chem. Soc., 69 : 140B, 1937; b. ihid., 69 : 1752, 
1937; V. G. H. A. Plnwes, Am. Assn. Adv. Sc., Publication No. 7, p. 61 (undated). 

a. M. F. Shaffer and J. H. Dingle, Proc.' Soc. Exper. Biol &l Med., 33: 528, 1938; b. 
W. D. Harkins, L. Fourt, anil P. i\ Fourt, J. Biol. I'hem., 132: 111, 1.940; c. E. F. Porter and 
A. M. Pappenheimer, ,1. Exper. Med., 59: 755, 1939. 

J. B. Bateman, H. E. Galkin.s, and L. A. ('hambers, J. Immunol., 41 : 321, 1 941. 

'*^^a. G. H. A. Clowes, Am. Assn. Adv. Sc., Publication No. 7, p. 61, (undated). )>. 
(i. 11. A. (dowes, M. E. Kralil, and W. W. Davis, Proc. Soc. Exper. Biol. & Med., 33:5211, 
1938. 

a. G. IT. A. Clowes and M. E. Krahl, J. Gen. Physiol., 20: 145, IPSB; b. M. E. Krahl, 
and G. H. A. Clowes, 2D: 173, 1936, and many other papers. 
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INTRODUCTORY REMARKS 


The objective of the last section was a survey and an analysis of molecu- 
lar structure. The discussion began with atoms and their co-ordination 
to moleeulcs and proceeded to aggregates, whose structural complexity 
surpassed the ordinarily accepted limits, up to which the units may be 
identified as discrete molecular entities. In this regard, the submicroscopi- 
cal giant virus moleenles, the figiirega Ic'^ of single thread-like myosin mole- 
cules, or the synthetic polymers, may be remembered. Investigation of 
these furnislicfl guidance to the slinly of films, leaflets, coaeervates, bundles 
of fibrils, and others. 

Entering now the realm of research upon living systems, which we are 
accustomed Lo regard as of uurivaleil order of complexity, one may try to 
continue with the morphological approach to this material, as it was the 
preferred approach to the nonliving material. In recent years, in an effort 
to secure a more direct attack upon the constitution of prot[)plasin, various 
cells anil tissues (liver, kiilney, chick embryo, sea-urchin eggs, chlorojdasts), 
often as frozen, dried, and ground-up material, have been extracted with 
dilute salt solutio?is (NaCl, KCl). The resiilue has been dissolved in strong 
salt solution or in weak alkali, precij)itated by ililution, acidification, or 
strong ammonium sulfale, redissolved, and so forth. ^ Through these 
procedures, subinierosc-opii- aggregates are obtained, which, according to 
ehemii-al as well as jdiysical analyses, seem to display a still higher order of 
aggregation than the units discussed above. By chemical analysis, proteins, 
nucleoprotein, fiavoprotein, fat, lecithin, sterols, cytochrom oxidase, and 
other substances have been identified. Optical tests have revealed a fibrous 
structure, evidenced by X-ray diffraction diagrams, with the precipitated 
material, by intriiisie and flow birefringence with its solutions. 
But, in oriier to identify these j)articlcs as preformed and discrete units 
instead of more or less accidental protoplasmic fragments, their composition 
must be demonstrated to be below a certain ilegree of randomness, since 
probably the bonds holding together the diverse chemical constituents are 
the relatively weak forces of residual valencies. 

Among the conditions inducing the aggrego I ion of the various com- 
pounds, there must be taken into account particularly protoplasmic move- 
ments of any kind, either flow or tension in a certain direction, instrumental 
in orienting parallel to each other nonspheri cal units, like polypeptide chains, 
fibrinogen needles, or gelatin micellae, to form strands, the submicroscopic 

^ R. R. Bciislpy and N. L. Huerr, Anat. Rep., BD: 251, 1934; A. E. Mirsky, Science, 84 ; 
333, 193B; R. R. Bensley, Anat. Rec., 72 : 351, 1938; Science, 9B: 389, 1942; L. Banga and A. 
Szent-Gyorgyi, ibid., 92 : 51 1, 1941). 
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interstices of whicli may be occupied by both solvent and various solutes, 
lipoids, carbohydrates, enzymes, and others. Such strands can be shown 
by optical methods to arise in living protoplasm; for instance, birefringence 
can be detected in the structureless hyaloplasm of normal cells, and is 
especially evident in streaming hyaloplasm. 

An interesting symptom of Ji.,..*- . in protoplasm has been dis- 

covered by A. R. Moore. ^ The plasmodia of myxomycetes are able to grow 
through the pores of silk gauze (or of hard filter paper), the average pore 
size of which is as small as 1 g. But, if the plasmodium is pressed through 
the silk, it dies, whereas the remainder on the surface of the sieve continues 
to proliferate. Only when the pores of the sieve have a diameter greater 
than 2D0 /x, does the filtered material survive. 

Another pertinent evidence of a structural organization of protoplasm 
has been furnished by Harvey and Marsland^ in rentrifiiging Ameba duhia. 
When these animals are observed under the microscope during centrifuga- 
tion, heavy particles (crystals) are seen in the cytoplasm to fall not con- 
tinuously, but in jerks, even when moving through a visibly clear field. 

By observations like these, light is thrown upon the familiar fact that 
mechanical insult to protoplasm, possibly involving disintegration of an 
internal architecture, is accompanied by alterations of many metabolic 
reactions. For instance, respiration of the sea-urchin egg is reduced upon 
cytolysis to about 11) per cent of the original, while the uptake of oxygen 
by amphibian gastrulae under the same conditions is increased five times. ^ 
Such effects can be considered as being due to the presence of interfaces in 
heterogeneous systems, which, nearly invariably by the way of adsorption, 
change the chemical equilibria and the reaction velocities, which otherwise 
would be consistent in the homogeneous fluid spaces enclosed in the vacuoles 
and channels of the intraplasmatic framework. Inilced, there are many 
ways to interpret as effects of adsorption not only the accelerations, but 
also the retardations. For instance, the reactivity of organic molecules 
with a nonpolar-polar structure has been found to be sometimes reduced, 
when the reacting group is attached to the nonpolar part by orientation 
at the interface in such a way that this part of the molecule is buried by 
adsorption in the interface, while the chemically inert polar half is turned 
toward the aqueous phase. ^ More frequently acceleration is encountered 
as a result of an increase of concentration of the reagents in the adsorption 
layer. But, since the protoplasmatic structures can be assumed to be 


* A. R. Moore, J. Cell. 8t Comp. Physiol., 7: 113, 1935. 

® E. N. Harvey and D. A. Marsland, J. Cell. & rump. Physinl., 2: 75, 1932. 

^ □. Warburg and 0. Meyerhof, PflUger’s Aruh. f. d. ges. Physinl. 148: 295, 1912; 0. War- 
burg, Erg. Physiol. 14: 253, 1914; A. Brarhet, Areh. de Binl. 45: Bll, 1934. For these and 
others of the foil owing references cf. the substantial review article of 1. M. Kurr upon oxidation- 
reduction in heterogenous systems, Cold Spring Harbor Symp., 7 : 74, 1939. 

® H. R. Kruyt, Zisehr. f. Elektroehemie., 35; 539, 1929; H. R. Kruyt and van Duin, Rec. 
trav., 40: 259, 1921; R. Kuhn, Naturwissensrhaften, 11; 732, 1923. 
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composed of more than one adsorbent, the effect of adsorption in such a 
polyphasic system would be extremely variable. However, in addition, 
it must be considered that the single structural units, instead of showing a 
differential juNorbiiig power, also can act as solvents, each of them dis- 
tinguished by its own distribution coefficient (sec See. 1, chap. 5, and 
Sec. 5, chap. 23). Furthermore, it can be foreseen that in such a poly- 
phasic system the effect will depend not only upon the variety, but also upon 
the mutual location, of the differently acting units. The significance of a 
suitable arrangement of these is made evident, for instance, in the following 
experiments. First,® a stream of hydrogen is passed through water con- 
taining a suspension of platinized asbestos. Methylene blue dissolved in 
the water will be hydrogenated by the activated hydr[)gen. But no hydro- 
genation occurs, if the methylene blue is added after being adsorbed to filter 
paper, which has been thoroughly washed with water to free it from the 
unadsorbed surplus of dye. This is because hydrogenation is effected only 
by hydrogen activated at the Pt surface. However, the dyestuff store in 
the filter paper is gradually depleted, if a small amount of dye remains dis- 
solved in the water, because the dissolved dye mediates as an electron carrier 
between the two surfaces (see Sec. 1, chap. 4; Sec. [5, chap. 30; Sec. 8, 
chap. 38). Second, it can reasonably be inferred that a great number 
of intra-cellular enzymes are attached to the structural colloids of the cells, 
but in such a pattern that a certain spatial succession secures a proper 
sequence of reactions (e.g., the stepwise breakdown of large molecules), or 
that an immediate linkage provides the association. The latter case is 
illustrated by the following observation.'^ In lactic acid formation in 
muscle the two enzymes, muscle-amylase and an eslcrifying enzyme, appear 
to be so closely concatenaied and interdependent in their activity that they 
can be consiilered to form a single colloid aggregate, held together, however, 
so weakly that even by a short exposure to a moderately elevated tempera- 
ture the delicate complex is ruptured. 

Through many observations like these, the old idea of a “chemical 
organization” of the protoplasm, as complement to its structural or mechan- 
ical organization,® has received new and more, and more substantial support. 
Beyond that, it has stimulated the investigation of the linkage between cell 
work and cell chemistry. The numerous enzymes can be pictured as 
adhering to the cell structure and acting as catalysts not .only to accel- 
erate the orderly sequence of the metabolic reactions, but, presumably, 
further to induce the immediate transfer of the liberated chemical energy 
to those structural components, which can be considered parts of the acting 
cell machinery. For, unlike the prevailingly thermodynamic technical 
machines, the phvsijdogiciil machines are representative of the type of 

“ H. A. Abramson and 1. R. Taylor, J. Phys. Chem., 40: 519, 193B; I. M. Korr, J. Cell. & 
Comp. Physiol., 11: 23.S, 1938. 

7 E. M. Case, Riochem. J., 26: 5B1, 1931. 

" ¥. Hofmeister, Naturwissenschaftl. Rundschau, 1901, p. 581. 
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chemodynamic machines, which — in one way or the other — transform 
chemical energy directly into meclianical, electrical, and radiant energy. 
Moreover, the cell machine excels other cheiiiodyiianiic machines by the 
submicropic dimensions of its elementary parts spread to form a huge area 
for “adsorption catalysis,” thus providing an adequate means for prompt 
and reversible acceleration or retardation of metabolic reactions as the source 
of energy. “ By giving increased consiileralion to the study of the mici^o- 
structurc of large molecules, the old and fundamental problem of how to 
conceive of the direct interaction between the structural and the cliemical 
events seems to have been attacked with greater success than before on the 
classical field, where for a long time one is searching to detect a device for 
coupling muscle work and muscle metabolism. Today, it is generally 
believed that the myosin molecules, which are folded polypeptide chains, 
are arranged to form long fibrillar micclhe (sec Sec. 2, chap. 8), which 
under various — either chemieal or physieal - influences are shortened by an 
increase or lengthened by a decrease of their ftdtling. These changes in 
length are reversible. Therefore, the myosin threads are believed to be the 
contraetilc machinery. Now, Eugclhardt and Ljubimova^“ have iliscovcred 
that in a sol of myosin, after adding adeiiosinetriphos])hate, which is known 
as one of the essential components of the metabolic cycle in muscle and 
as the chief contributor of free energy of contraction (see See. 6, cliap. 30; 
Sec. 7, subset*. 13), the micella; shj)rten at once, and subsequently, while 
liberating one phosphate from the triphosphate, i.e., yielding adenosinedi- 
phosphate, spontaneously relax. Therefore, one may say that myosin 
behaves like an enzyme, like an adenosinetriphosphatase, and so, evidently, 
the Cfjupling between mechanical and chemieal action takes place in such 
a way that the machine itself, as a “ contractile enzyme,” releases the chemi- 
cal reaction, by which it sets itself going. Certainly, on the background 
of this progress, it is inspiring to direct al tent ion to other microstructurcs 
possibly suitable, in their physico chemical properties, to demonstrate the 
direct transformation of free energy of a chemical process into mechanical 
energy. In this respect, one may refer to models, whieh have been described 
by Hollner^^ and will be discusseil later (set* Sec 8, chaj). 38). Sieve 
membranes, being essential parts of the surface and the interior of each cell, 
presumably are endt)wetl with pores of various width and of variable electric 
charge of their walls. Interposed between a])pro])riate electrolyte solutions 


® Fnr instnnre, the surfare-a ftive narrotii-s ran sever the contaet helween the enzymes and 
Hieir substrates by covering the interior surfarcs (see the adsorption theory of narcosis in 
Sec. 5, chap. 23). 

W. A. Engelhardt and M. N. Ljubimowa, Nature, 144: 6S8, 1D39. See further J 
Needham, et al,. Nature, 147: 766, 1941; 160: 46, 1942; A. Szent-fiyorgyi and 1. Ranga, 
Science, 93 a 158, 1941; M. Dainty, A. Kleinzeller, A. S. C. Lawrence, M. Miall, J. Needham, 
D. M, Needham, and S. (' Shen, J. Gen. Physiol., 27 : 355, 1944. 

Sollner, Ztsehr. f. Elektrochemie, 36: 36, 1939; 36; 234, 1939; K. Sollner and A, 
Grollman, ibid., 3B: 274, 1932. 
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of differoiii concentration, duii to the selective ionpermeability of the indi- 
vidual pores, such membranes can perform clcntroosmoiic -work by shifting 
water, cations, or anions against the concentration gradients, until osmotic 
equilibrium is reachetl. Metabolic j)rf)duction of ions at the interfaces of 
the membranes may become effective for initiating or maintaining the 
electroosmotic work, not only by establishing concentration gradients, but 
also by altering the width or the charge of the pores of the sieve-membrane. 

Following these introductory remarks about some physicochemical 
aspects of protoplasm as the basic substance in all living things, animals ant] 
plants, cells and tissues, the subsequent chapters will deal with the surface 
of the protoplast, its properties and its architecture, with environmental 
influences on manifestations of cell life, with cell metabolism and cell 
energetics, with excitability and contractility, with active transfer as super- 
imposed to passive penetration. 
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THE SURFACE OF THE PROTOPLAST, ITS 
PROPERTIES AND ITS ARCHITECTURE 

By RUDOLF llOBER 








INTRODUCTION 


There is no problem in cell physiology more challenging to investi- 
gators tliaii the conditions allowing dissolved substances to enter the proto- 
plasm or to leave it. This problem has occupied the general interest 
of physiologists since Niigeli's discovery (1855)^ of the plasmolysis and 
deplasniolysis of plant cells afforded a number of botanists, Pfeffer, de Vries, 
G. Klebs, and others, an easy way to measure the osmotic forces of the 
living cell anrl the permeability of the protoplasmic surface to solutes. 
After enough data rcgjirdiug the osmotic properties of plant cells had been 
collected, E. Overton in 1895^ arrived at the result that, for innumerable 
organic compounds, there are certain general rules correlating their physical 
and chemical properties with their ability to penetrate protoplasm. [See 
p. 281.) The picture as drawn originally by Dverton has lost much of its 
plainness, as refined procedures have increasingly revealed the fact that 
genus- anil species-specificity is characterized not only by morphological 
features and by the elaboration of specific chemical products, but also by 
physicochemical properties, such as differential permeability. Though 
many irregularities and deviations from Overton’s general statements have 
been encountered in the course of years, while research on permeability 
was being extended, by the invention of new methods, over the entire field 
of jdant and animal life, the principles referring to organic nonelectrolytes 
are still fairly sound. 

Overton concluded from his results that the rate of penetration of organic 
compounds is determined by their solubility in the lipoids assumed to be 
present in the protoplasmic surface. However, the existence of lipoid 
insoluble, though readily penetrating, organic compounils, on the one hand, 
and, on the other hand, the intricate behavior of electrolytes caused by their 
ilissociation into ions and by the electric forces of the latter, have called 
for complementing Overton’s “lipoid theory” by a “pore theory.” Both 
of these concepts have suggested schemes, to represent the architecture of 
the protoplasmic surface, and experiments on models as well as on natural 
objects, to test their adequacy. 

1 K. Nageli and K. Uraiiier, PflanzenphysiDl. TTntersui-hungpn: Ziirit‘h, 1855. 

^E. Dvertoii, VierteljahrHsi-hr. der naturforsch. Ges. in ZUrirh, 40: 1, 1895. 
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THE PERMEABILITY OF THE CELLS TO 
ORGANIC NONELECTROLYTES 


1. Plant Cells, the Lipoid-Pore Theory. — The basic results regarding 
permeability lu non electrolytes have been obtained by studying plasmolysis 
of plant cells. When the cells arc placed in solutions of an indifferent sub- 
stance, plasmolysis appears if the concentration is increased to a limiting 
value. Impermeability to the substance is indicated if the plasmolysis can 
be persistent over a long period of time, and if it can be succeeded by 
deplasmolysis, when the concentration is diminished below the threshold 
value, as, for instance, with hexoses or hexites. The limiting concentration 
c (expressed in mol. /I) is a measure of the osmotic pressure of the plant cell, 
which resembles an osmometer provided with a semipermeable membrane. 
For a substance to which the cell is permeable a higher molar concentration 
Cl is necessary in order to start plasmolysis, which, however, disappears after 
a shorter or a longer period of time, depending upon the rate of penetration. 
Some substances enter so fast (for instance, many monohydric alcohols) 
that plasmolysis cannot be observefl even witli high concentrations. Thus, 
C'l — c 

it is evident that — - — = g provides an approximate, but only half-quantit- 
ative, measure of permeability (permeability coefficient).^ 

The best procciliire for an exact stuily of permeability is certainly the 
chemical determination inside the cells of the compounds in question. 
This can be done with sufficiently large plant cells, where a voluminous 
cell sap vacuole is surrountled by the mantle of living protoplasm. Col- 
lander and BarluncH used single cells of Chara ceratophylla (1-4 cm. long, 
with 10-20 mm.® cell sap), in solutions of a great number of different organic 
compounds. They followed the entrance into the sap by analyzing samples 
at intervals with Bang’s method of chromic acid titration and by micro- 
Kjeldahl, until equilibrium was reached, as indicated by a final concentra- 
tion in the sap 90 to 100 per cent of the outside concentration. If the 
compounds enter by diffusion, their movement should fulfil Tick’s law (see 


® About useful modifi rations of this method, also taking into consideration the time of 
deplasmolysis, see Lepesrhkin, Her. dtsch. hot. Ges., 25a: IBS, 191)8; 27; 129, 1909; A. Trbndle, 
Jahrb. f. wiss. Hot., 48: 175, 191 D; H. Fitting, ibid., 65: 1, 1915; 67: 533, 1917; 69; 1, 1919; K. 
Holler, Her. dtsch. hot. Ges., 36: 414, 423, 1918; TI. Barlund, Auta But. Fenn., 6: 1929. 

^ R. Hollander and H. Biirlund, Aeta Bot. Fenn., 11: 1933. 
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Sec. 1, chap. 1) as set forth in the equation: P = — In where V is the 

volume, q the surface area of the rcjiiilnrly shaped cylindrical cell, c the 
inside concentration at the time ty C the equilibrium concentration, and P 
the amount (in mol.) of the substance, entering in unit time across unit area 
along unit concentration gradient. P was found to be constant; in other 
words, the penetration actually appeared to be a passive diffusion across the 
protoplasmic layer into the sap. By determining the time ^ for half- 
saturation of the sap [c = convenient relative values of the permeation 

power of various substances can be calculated (Table XI). 


Table XI. — Permeability of Chara ^'ELL8 to Organic Nonelec'-tuolytes 
(R. rnllandcr aud 11. Biirlund) 


Subs Lan res 

Half-saliiralion, 
time (in minutes) 

Perrtieatioii 

rt)iislaiits 

Methyl alcohol 

1 3 

About 9 99 

Ethylalrohol 

2 3 

9 SB 

Ethylurelhan 

3 9 

0 43 

Butyramide 

7.9 

9.17 

Propionamide ... 

9 9 

II 13 

Monochlorhydriiip 

U 

0 999 

PropylenglyL'ol 

15 

0 987 

Ethylenglycol 

30 

9 943 

Methyhirea 

1.91) 

9 99B8 

Urea . 

320 

9 9049 

Glyrerol. 

17[)0 

9 99974 

Malonairiiik' . 

91)99 

9 99014 

Erythrit ol 

28999 

0 90D940 

Mannitol . 

About 429D0 

Aboul 9 999939 

Glucose 

About 421)09 

About 9 999939 

Lactose 

About 42999 

About 9 090930 


This series of the determinations of cell permeability to 45 substaiires, 
the most exact so far made, is in good agreement with earlier observations 
of Barlund® upon plasmolysis of cells of Rhoeo ducnhr, despite the two 
plants being very different in size, in their physiological anatomy and in 
their living conditions. Furthermore, the results correspond to the data 
regarding the permeability of ox erythrocytes, which were obtained by 
Hedin,® applying a freezing point determination (see later p. 238); and to 
some extent they are comparable to permeability measurements of Stewart 
and Jacobs^ upon sea-urchin eggs (sec p. 241). Finally, all of them give an 
illustration of the old general conclusions drawn by Overton*’ from his 
numerous experiments on plant and animal cells (Table XII). 

® H. Barlund, Acta Bot. Fenn. 6: 192.9. 

" S. G. Hedin. PflUger's Arch. f. d. ges. Physinl., BB : 22D, 1897; 79: 525, 1898. 

^ D. Stewart and M. H. Jafobs, J. 011. & rniiip. Physiid., 7: 33.8, 193B. 

® E. Overton, VierteljahrssL-hr. der naturforsch. Ges. in Zurich, 44: 88, 1899; Pfltigcr’a 
Arch. f. d. ges. Physiol., 92: 115, 1902. 
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Table XII. — Obganio SuBBTANrES Found by Overtdn td Penetrate 

Rapidly Mnnohydric alcohols, aldehydes, ketones, hydrocarbons 

and thpir mono-, di-, and trihalogen derivatives, esters, 
many weak organic acids and bases; 

Less rapidly Dihydric alcohols and amides of monobasic acids; 

Slowly. ... The trihydric alcohol glycerol, urea, thiourea; 

More slowly - . The tetrahydric alcohol crythritol; 

Most, slowly . The hexahydric alcohols, sugars, aiiiino-acid.s, and many 

neutral salts of organic acids. 


It appears that the introduction of polar groups (hydroxyl, amino, 
carboxyl) decreases, that of nonpolar groups (halogens, alkyls) increases, 
the penetrating capacity. Further, in homologous series (e.g., of the 
aliphatic monohydric alcohols or the aliphatic mono carboxylic acids) the 
permeation rate rises, as the length of the C^atom chain rises. 

It is well knf)wn that the experimental results suggested to Dverton 
.the idea of referring the differences of permeability to a differential con- 
stitution of the surface layer or the plasma membrane. It was obvious 
that an interpretation cannot be given on the basis of a chemical correlation 
between the permeant and the membrane components. Hence, the 
physicochemical hyj)othesis of a membrane component with selective dis- 
solving power was proposed. An organic fat-like ('‘lipoid”) solvent, e.g., 
olive oil, seemed to be an adequate model, and it was ascertained by numer- 
ous studies that the distribution coefficients oil; water (or even ether '.water) 
correspond remarkably well to penetrating power, as is obvious from the 
aforementioned studies of Collander and Biirlund, illustrated by Fig. 23. 

All th ose substances which fall between the two parallel lines in Fig. 23 
are in fairly satisfactory agreement with the theory. The correlation 
between penetrating power and relative solubility in oil is evident, but there 
are important discrepancies which need special discussion. 

In objection to the lipoid theory it has been pointed out that a state of 
equilibrium as rppre.sented by a distribution coefficient can hardly be con- 
ceived of as the crucial factor governing rate of penetration. However (see 
Collander and iliirlund, loc. cit,), it must be kept in mind that, according to the 
lipoid theory, the process of penetration consists in, first, the distribution of the 
penetrating substance at the external phase boundary of the lipoid “layer”; 
second, the migration across this layer; and, third, another distribution in the 
inverse direction at the internal phase boundary bordering the protoplasm,^ 
the two distribution coefficients supposedly being identical. Then, the second 
step of the process, the diffusion through the lipoid layer, can be assumed to be 
the slowest, but in its speed parallel to the distribution coefficient of the 
substance. 


The more striking discrepancies, which are indicated in Fig. 23 by small 
dots above the two parallel lines, belong to substances of low molecular 
volume {MV)f expressed in terms of molecular refraction at the wave-length 
il, MRd. Evidently, here lipoid solubility is not the dominant factor. 
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Urea, for instance, can enter the cells, though it is practically lipoid insolu- 
ble. Below the lines are compounds of an especially high lipoid solubility, 
for instance, the strongly alkylated ester triethyl citrate. These pass into 
Chara cells more slowly than could be expected theoretically, possibly due 
to their high MV. A search in the field of plant cells revealed the sulfur 
alga Beggiatoa,^ in which plasm olytical study showed that the predominant 



, 1 I I ■ 

CXoSDI DpHOI 0,01 0.1 

Fig. 23. — Rales of pcnctmtiDn into pelts of i^hara ceratophylla and distribution i)ptwcpn olive 
oil nnrl waler. (Collaiider and Btirlund.) 


factor is the MV (Table XIIT). Thus a second theory of cell permeability 
has emerged. 

, The table shows that greater penetrating power, as indicated by 
higher plasmulytic threshold concentration (see method of Lepeschkin and 
Trondle, p. 229) corresponds fairly well with lower values of MV. In other 
words, the plasma membrane resembles a molecular sieve with pores allow- 
ing the dissolved substances to penetrate according to their diameter. 
Plasmolytic threshold concentrations standing in the table in the wrong 
order, however, often display by their partition coefficient (ether : water) a 

® W. Ruhland and C. Hoffmann, Planla, 1:1, 1925; S. Schtinfelder, ibid., 12: 414, 19.S0. 
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relatively great lipoid solubility. Just as inadequacies in the lipoid theory 
gave rise to the pore theory, faults in the latter point back to the former. 

The pore theory has been based upon various model experiments with 
sieve-like membranes, such as the copperferrocyanide membrane' “ or 
collodion membranes varying in average pore size ai'i'ordiiig to their prep- 
aration," or membranes of hydrophilic colloids apt to swell or to shrink 
(gelatin, agar).'^ 


Table XIII Permeability of Heggiatoa mirahilis to Ouganio Ndnelectholyteb 

(Ruliland and Hoffmann) 


Suhslanre 

Plasm olysis, thresholil 
cone, in mol. /I 

^fRTJ 

Distribution coetf. 
ether: water 

Urea. . . . 

0 35 

13 57 

0 9905 

Ethylenglycfd 

0 09 

14.4 

9 9968 

Methyl urea 

6 01 

18 47 

0 9912 

Thiourea 

9 975 

1,9 59 

9 9963 

Glycerol. 

9 999 

29 63 

9 0911 

Ethylurethan. . .. 

9 015 

21 01 

9 6370 

Laetamide 

9 1)97 

21 13 

0 9018 

Malonamide 

9 997 

22 92 

0 9903 

Dimethylurea ... 

9 995 

23 43 

9 9116 

Butyramide 

9 9125 

24 11 

0 9589 

Erythritol 

9 991 

26 77 

< 0 9901 

Succinaiiiide 

9 9915 

27 54 

9 DDD2 

Arabinose 

9 999B 

31.49 

< 9.9991 

Diethylurea 

9.093 

32 66 

< 0 9185 

Glucose 

0 09955 

37.54 

< 0 9901 

Mannitol 

0 99955 

39 96 

< 9 0091 

Saccharose 

9 9U920 

79.35 

< 9.9901 


It is of jili\ 'inluiiK-.-d interest to note that the pore size of natural and 
of most artificial membranes is not uniform, as it is with several porous 
minerals (e.g., chabasit), which, due to a regular lattice-like crystalline 
structure, can absorb the molecules of a homologous scries of gases only up 
to a limited MV, (e g., ethylene), but above this limit arc entirely inaccessi- 
ble (butylene, benzene).'^ In ordinary membranes, an assortment of 
graded pore diameters seems to be present, the wiliest pores open only to the 
largest molecules, which, therefore, traverse only a restricted part of the 
total sieve area, while many more pores can be utilized by the smaller 
molecules. This makes it clear why the rates of diffusion for substances of 
different MV, i.e., the amounts (in mols.) passing along a certain gradient, 

R. follaiider, Kolloidrhein. Reilipfle, 19: 73, 1024. 

^^L. Michaelis, and A. Fujita, Biorhein. Ztsehr., 170: 18, 102B; R. Hollander, Soc. Sc. 
Fenn. Comment. 2: 5, 1926. 

See R. Hober, Physiol. Rev., 16: 53, 1936. 

0. Schmidt, Ztsehr. f. physik. Chem., 133: 263, 1928. 
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can differ more widely than coefficients of ordinary free diffusion or of 
diffusion through the water-filled channels of a sieve membrane with wide 
meshes. 

Collander and Barlund have proposed to fuse the two theories into one, 
the “lipoid-sieve theory.” They picture the structure of the plasma 
membrane as a mosaic, composed of lipoid areas and sieve-like areas, either 
one or tlie other exerting the greater influence. For instance, in Chara^ due 
to the prevailing effect of lipoid, methylurea enters faster than urea, whereas 
in Beggiatoay due to the dominance of porosity, urea faster than methylurea. 
This is no more than a very crude picture, that needs a great deal of modifica- 
tion based on a mtue intimate study of the spatial relatifins between the 
molecules in submicroscopical structures, on the one hand (see Cdiap. 8), arnl 
of the chemical differentiation of the membrane components underlying the 
species-specific differences in permeability, on the other hand. 

a), t^pecial qvaHties of the lipoids as factors in pervic ability. — The lipoid 
theory postulates an organic solvent, the dissolving power of which, com- 
pared to that of water, parallels the permeating power of tlic solute. Over- 
ton and others have df)ne a great deal of work in the altenipt to find a 
generally appropriate solvent. The most careful investigation of Collander 
and Barlund showed that in this respect the classical lipoid model, olive oil, 
gives a surprisingly good result, but is not an ideal solution of the problem. 
It became more and more clear that there is no one lipoid which fits all 
conditions. Rather, the oil-like solvent must be assumed to undergo slight 
variations, either of a chemical, or of a physicochemical, nature, to account 
for the exceptional permeability of certain cells. It seems to be of particu- 
lar importance that the lipoid used for a model, whether it be olein or 
another oil or a natural lipoid, like lecithin, or another phosphatide, easily 
hydrolyzes slightly to form a weak acid. This behavior affects their dissolv- 
ing power toward those so-called nonclectrolytes, which in the narrow sense 
are actually electrolytes having the character of weak acids or weak bases. 
This idea is suggested by observations of vital staining in Paramecium by 
Nirenstein,^® who showed that many dyestuffs enter the living cell, though 
insoluble in neutral oil, and that a congruence with the lipoid theory can be 
achieved by referring the staining power of the dyestuffs to their solubility 
in a mixture of oil + oleic acid + diamylamin, the acid component of the 
mixture providing solubility of the basic stains; the basic component, of the 
acidic vital stains. This suggests the interpretation that a similar mixture 
of several components may be present in the cell surface. A stronger argu- 
ment for such an assumption follows from the discrepancies frequently 
observed in the order of the permeation rates of the organic nonelectrolytes, 

R. CDllander, he. Ht.; L. Miuhaelis, hr. vif.; A. A. Weerli and b. Mirhaelis, J. Opn 
Physiol., 12: 55, 221, 1928; see, further See. 1, rhap. 1. 

R. Hober, Biiil. Bull., 68: 1, 1939; R. libber and L. Pupilli, PflUger’s Arch. f. d. ges. 
Physiol., 226: 585, 1931. 

Nirenstein, Pfltiger’s Arch. f. d. ge.s. Physiol., 179: 233, 1920. 
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when one compares the behavior of rlifferent species I \Vill»r.‘imll Collanrlcr 
and Barlund, Inv. cii.). These authors have discovered that there are certain 
species of plants which give preferenee to the entrance of nonelectrolytes 
containing NTTj-grimp'^, and other species which in contrast prefer com- 
pounds, that lack this basic character. For instance, Vhara is more per- 
meable to malonamide than to erythritol, more to urea than to glycend, 
more to propionaniitle than to elliyleiiglycol ; but with Rhoeo the succession 
goes in the inverse direction. Correspondingly, the distribution (olive 
oil + oleic acid): water compared to olive oil .water is remarkably greater 
with malonamide, urea, anrl propionamide than with erythritol, glycerrd, 
and glycol. Following the aforementioned interpretation, this would mean 
that Vhara has a relatively aciclic surface solvent, Rhoeo a relatively basic. 
Furthermore, Jacobs,^^ studying erythrocytes (see p. 240) from a large 
number of species of mammals, reptiles, and fishes, with regard tf) their 
permeability to urea anil to ethyleiiglycol (and glyeerol), has found that, in 
general, with mammals anti reptiles the rate of entrance of urea far exceeils 
that of glycol, while with fishes the contrary is true. Correspondingly, 
Hbfler,^® on the basis of numerous observations with plant cells, found urea 
to penetrate faster than glyeerol in most of them, which he accordingly 
designated the urea-type, while a few, such as Rhoeo^ were more rea[lily 
permeable for glycerol, and were designated the glycerol-ty])e. The com- 
plexity is still more enhanced by observations that, within the same species, 
either one or the other type shows depending upon the season, or upon 
the age, or upon the site of the plant body supplying the experimental 
objects. 

It seems reasonable to refer these variations to a more aciil or a more 
alkaline reaction of the protoplasm, according to the metabolic state of the 
plant, but whether all these phenomena can be summarized alike as ilue to 
chemical or physicochemical variation in the lipoid components of the cell 
membrane, is by no means proved. One point at least shouhl be stressed 
in this connection, viz., the majority of these experiments, for reasons which 
will be explain eii later (p. 2Jf7), tleal with substances, whose low lipoiil 
solubility and rather poor correlation between lipoid solubility an<l ]3er- 
meability favor the concept of their passing across the pores. Then one 
would have to account more for a chemical affinity proper, insteail of a 
solution affinity, between the membrane material and the penetrating sub- 
stance, both of them reacting with each other as acid and base.^^ 

6 ). S'pecial kindff of 'porosity in relation to permeability i%ara 
experiments of Collander and Barlund have led to the hypothesis that, 
beside the prominent influence of lipoid solubility, a diffusion through pores 

W. Wilbrandt, Pflilger’s Arch. f. d. ges. Physiol., 229: 8B, 1931. 

M. H. Jacobs, Proc. Am. Philos. Soc., 70: 3G3, 1931. 

18 K. Hiifler, Bcr. dtsch. bot. Gcs. B2: 355, 1934; BO: 58, 1932; 55: 133, 1937. 

^8 G. Marklund, Acta Bot. Fenn., IB: 1936. 

h'or oleinalcohol compared with olive oil as lipoid, see Sec. 5, chap. 8. 
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plays a distinct role, which is evidenced by the fact that compounds with a 
relatively small volume penetrate the cells faster than could be anticipated 
from their lipoid solubility. In other words, while the lipoid route is 
accessible to all the lipoid soluble substances, irrespective of their MVj the 
pores between the lipoid areas afford a second means of entry to siibstaiiees 
with a low MV. The next question is whether, with other plants than 
Chara, the role of the plasma membrane as a mediator of the intake of 
nonelectrolytes is divided into two parts in a similar manner. It has been 
shown before that Beggiatoa is, so to speak, the reverse of Vhara, since its 
permeability is almost exclusively a pore permeability, though evidently 
including some lipoid effect (see p. 233). An analogous behavior is dis- 
played by epidermis cells of Gentiana Sturmiana^^ and by the diatoms 
Melosira and Liemophora.^^ Between Ghara and Beggiatoa, however, there 
are numerous connecting links, the analysis of which is worthwhile in order 
to throw light on the many possibilities for satisfying cellular requirements. 

Porosity can be exj)ected to influence permeability in several ways. 
First, a variety of widths of pores has been observed by looking for the 
limiting MV of the lipoid insoluble substances able to penetrate. For 
example, the threshold substance for Beggiatoa is raffinose [MRn = 103,7); 
for Rhoeo, saccharose (70.35); for the mushroom Psalliota, maloiiamide 
(22.9).^^ Second, the porous areas in one membrane niay contain a great 
number of narrow pores, in another a small number of wide pores. Though 
the sum of the single pore areas available for diffusion may be the same, this 
does not mean that the ratio of the penetration constants of two substaiires, 
traversing these membranes, will be the same. The ratio will be smaller 
with the membrane containing the wider pores, larger with the other. This 
seems to be indicated by the unusually small differences among the penetra- 
tion constants with the diatom Melosira, which, for other reasons as well, 
is believed to have wide pores (Marklund, loc. eit.). Third, the relative 
extent of lipoid and porous surface in a membrane may contribute to the 
nature of its permeability. Into the root cells of Lcmna, the voluminous 
molecules of methylurea penetrate more slowly than those of urea, as though 
porous areas were the larger and more influential portion of the membrane. 
In Ghara the lipoid effect is predominant (sec also p. 235). Fourth, in a 
study of the electrical properties of the surface membrane of Nitella, Curtis 
and Cole^® came to the surprising result that only 13 per cent of the surface 
area is involved in the considerable increase of permeability to ions (decrease 
of resistance) concomitant with excitation (see Sec. 5). In other words, 
87 per cent of the area should be considered a rigid skeleton-like substance. 

c). Comparative physiology of permeability, — The quantitative analysis 
of cell permeability as a passive diffusion-like process has resulted, so far 

K. Hiifler, Ber. dtsch. bot. Ges., 52; 355, 1534. 

G, Marklund, Acta. Bot. Fenn., 18: 1936. 

F. von Hofe, Flanta, 20: 354, 1933. 

K. S. Cole and H. J. CVitis, J. Gen. Phy.siol., 22: 37, Ifl.SB and 22; 469, 1930. 
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as non electrolytes are concerned, in the isolation of only two chief factors, 
functioning jointly to separate solutes from solvent in the fluid -lll■p■M:lllill!' 
the cell, first, selective dissolving, second, selective mechanical separation. 
As a third factor, evidently, a chemical separation can be added, referring 
to basic or acidic properties of the solutes. More factors may be segregated, 
as will become evident, e.g., in the following section ri'gjinling electrolytes. 
So far, so many variations of each of the factors have already been surveyed 
as to give a fairly i'inbariM-"*iiiL' picture. However, at least under certain 
restricting conilitions, a rather simple pattern appears, as shown, for 
instance, in Fig. 24, (see p. 238). Collander^'^ has compared the cell 
permeability of 16 utterly diverse types of plants, fflowering plants, mosses, 
green algffi, diatoms, brown algae, red algie, blue-green algae, bacteria) toward 
7 nnnelectrolytes. The plants are arranged according to increasing per- 
meability to erythritol. The chemicals are chosen under the viewpoint 
that a moderate lipoid solubility and a fairly moderate MV make it possible 
to migrate along either the lipoid or the porous path, according to the 
prevalence of one or the other disposition. A graphic presentation of his 
results looks embarrassing enough, but a certain common trenrl of the 
curves cannot be denied; erythritol, for instance, without exception, is the 
slowest, propionamide, without exception, the fastest, of the compounds. 
Between their lines the curves are often overlapping, due to the highly 
varying distances between the corresponding points of the curves, with the 
result that, instead of the order 1 to VII of the compounds, as it obtains 
with the majority of the objects, the cells of Rhoei) (9), tor instance, follow the 
order: II, I, V, III, IV, VII, VI. However, this great irregularity is obvi- 
ously the effect of the thirrl of the aforementioned factors of permeability, 
since (according to p. 235) the penetration rates of the compounds I, III, 
IV and VI, owing to their NII 2 groups, can be foreseen to be slow, e.g., in 
relation to l^^'pirogyra (7) or Vhara (11), Fig. 24. 

One may cf)Ti elude from this analysis, as well as from other points, that 
an understanrling of species-s])ecificity, which often is believed to rely upon 
morph t)lQgi cal or biochemical features, can also be apinoaehcd by physico- 
chemical study of membrane permeability. This will become even more 
conspicuous with erythrocytes, where species-specific permeability is mani- 
fested to an amazing degree. 

2. Permeability of Erythrocytes to Nonelectrolytes. — No other 
cells have been used more as the object of jjermeability stiulies than eryth- 
rocytes. They are single cells, available in large numbers, anrl their 
behavior, though different from species to species, is on the whole constant 
if taken from the same sample of blooil. In contrast to most of the plant 
cells mentioned in the last section, they are immersed normally in a well- 
balanced (Sec. 5) electrolyte solution; but in an isotonic solution of an 

R. Collander, Phys.-okonom. Ges. Kunigsberg, 60: 53, 1937; Tr. Faraday Snr., 33: 
985, 1937; see, further, K. Hiifler, Rer. dtsch. bot. Ges., 60: 63, 1932; 62: 355, 19.34; L. Hof- 
fiieister, Bibliot. Bot., 113: 1, 1936. 
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“indifferent” non electrolyte solution they undergo severe alterations of 
their normal permeability, which, however, can be largely reduced by adding 
small amounts of electrolyte (e.g., 0.1 per cent NaCl), [see Sec. 5, chap. IB). 

The first systematic information about permeability of erythrocytes was 
contributed, almost contemporaneously with the fundamental work of 
Overton, by Grijns and Hedin. Grijns“^ observed that the blood cells of 
chicken or of horse undergo heundysis, if added to an isotonic solution of 


I 2 3 4 5 5 7 d 9 IQ n i!2 13 14 15 15 



Fuj. isJ t.^PcniH'iihilily [\iri.slaiils of Plant f’flis ti» NonDliM-lrolytes. (Hollander.) 

1. Leaf cells of Plagiothcciurn Denticulatum; 2. Dedogunium sp.; 3. Root cells of Lenina 
Minor; 4. Pylaiclla Litoralis; 5. Zygnema ryanosporuni; 6. Suliepiilernial cells of I'urcunia 
Ruliricaulis; 7. Spirogyra sp.; 8. Leaf cells of Elodca Densa; 9. Epidermis cells of Khoeo 
Discolor; II). Epidermis ce'IIs of Taraxacum Pcidinatiforme; 11. “l^eaf cells’^ of Lliara- (Vra- 
tophylla; 12. Internndial cells of reramium Diaphanum; 18. Bacterium Paracoli; 14. Oscil- 
latiria Princeps; 15. Melosira sp.; IB. Liciriophora sp. 

aliphatic monohydric alcohols, ether, esters, glycerol, or urea, but remain 
intact in saccharose, lactose, mannitol, inositol, dextrose, and asparagin. 
Hedin^® determined the freezing-point depression, after equimolar amounts 
of the organic compountls had been added to a certain volume of blood anil 
to the same volume of the scrum; according to whether the freezing-points 
of the fluids are different or not, and whether they become more different 
with time, one is enabled to distinguish between impermeability and per- 
meability, and, eventually, to determine even rates of penetration. Hedin, 
with ox cells, obtained the following series of increasing penetration: 
saccharose, hexoses < hexites, pentites, pentose < erythritol < glycerol 

ti. Grijns, Pfliiger’s Arch. f. d. gps. Physiol., B3: 8B, 189B. 

S. Hedin, Pfliiger’s Arch. f. d. ges. Physiol., 68; 229, 1897; 7D; 525, 1898. 



f1iap. ID] 


THE PERMEABILITY OF THE CELLS 


< rlliylrii^lycol < urea, aldehydes, ketones, esters. The results of Grijns 
and Hcdin obviously are similar to those of Overton re^firrlin^; plant cells 
(p. 280). They show that lipoid soluble substances, for instance, amyl- and 
beiizylalcohol, ethylurethane, ethylaeetie ester, independent of their molec- 
ular size, can readily enter the cells. Hedin, referrini^ to the lipoid theory 
of Overton, already paid attention to the fact that urea and glycol, though 
lipoid insoluble, have a high penetration rate. 

After these early investigations, many technical improvements toward 
more quantitative results have been developed, all gauging permeability by 
osmotic swelling (and its final stage, hemolysis), either by direct measure of 
the cell volume with the hematocrit, or by the increasing transparency of 
the cell suspension to light, at best applying a photocell, or by taking the 
dispersion of light at the cell surface as an indicator.*^ These metho<ls have 
been used particularly to compare the species-specific permeability of 
erythrocytes in a similar way to that used with plant cells (see p. 287), 
comparing the penetration rates of substances characterized by a moderate 
lipoid solubility and a moderate molecular size.^® Thus, acconling to 
Hdber and 0rskov, with blood corpuscles of rat, man, pig, and ox, the 
permeability appeared to decrease in the order: acetamide < propionamide 

< lactamide < maloiiamide, also to decrease in the order: urea < methyl- 
urea < thiourea; and, even irrespective of the increase of li])i)id solubility, 
to decrease in the order: methyl alcohol < ethylalcohol < propylalcohol 

< butylalcohol. In other words, the influence of porosity outweighs the 
influence of the dissolving capacity of the lipoid. 

Picturing in Fig. 24 (p. 288), the permeability of various species of 
plants toward the organic nonclectrolytes, more attention should have 
been turned to the fact that the great differences actually existing from 
species to species between the penetration constants may have been obscured 
by using a logarithmic scale. Differences of a like degree are observed with 
animal cells, as is shown for glycerol in the following table. 


Table XIV. — Time in Secdnos fuii 75 Peb ('ent Hemolysis in 0.3 Mol. tlLYrEROL in 
Presen TE of 0.12 Per Pent Na(’l 



2“ S. Ilpilin, Skandimiv. Arc;L. Phy.siol., 2: 134, 361), 1802; 6: 207, 1895. 

M. H. Jacobs, Biol. Bull., 66: 104, 1930. 

H. Xetter and S. L. 0rskov, PflUger’s Arch. f. d. ges. Physiol., 231: 135, 1932. 

32 S. L. 0rskt)v, Biorhpm. Ztschr., 259: 349, 1934; 279: 241, 1935; A. K. Parpart, ,T. Cell. 
Si Tonip. Physiol., 7: 153, 1935. 

33 See M. H. Jarnb.s, Am. Philos. Soc., 70: 95.3, 1931; R. Mond and K. Hoffmann, PflUger’s 
Arch. f. d. ges. Physiol., 22D: 194, 1928; R. Hober and S. L. 0rsknv, ihid.^ 231: 599, l.t)3.3. 

3^* M. H. Jacobs, Krgebn. rl. Biol., 7:1, 1931. 
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It appears that two groups of mammals can be sharply dislinguishtMl. 
They differ in other respects, also.^^ The red cells with a high permeability 
to glycerol are distinguished by a low temperature coefficient of penetration, 
and their permeability is diminished by .C 02 and other acids and by traces 
of Cu. A similar correlation has been found with glycol. A hindering 
effect resembling that of Cu has been found with Ni, Zn, Co, and Hg, and 
is possibly based upon an acidification of the cell surface due to the forma- 
tion of undissociated complex salts of the heavy metals.^® 

A series of experiments concerning erythrocytes has been mentioned 
before with reference to the permeability of plant cells to organic substances 
containing in their molecule one or two NTT ..-groups jp. 235). Jacobs®’ had 
found that the red cells of mammals and reptiles are more permeable to 
urea than to glycol, while those of fishes and birils show the reverse behavior. 
Hober and 0rskov, including in their study some amides and glycerol, 
arrived at approximately the same result. More experiments are needed, 
however, to secure this correlation between certain chemical properties of 
non electrolytes and their penetration power. It seems not unlikely, as yet, 
that the hindering effect of acidification on the permeability of the erythro- 
cytes of mammals is a counterpart of the opposite effect of the NH 2 -groups. 

Especially fascinating problems are presented in this field by observa- 
tions dealing with compounds, which, in spite of their lipoid insolubility 
and their large MV, enter the erythrocytes of certain species and thus fit into 
neither of the main theories of permeability. These problems have already 
been touched upon in findings of Jacobs®® that erythritol, which, due to its 
somewhat smaller MV, is eiiabletl to enter very many cells, passes into 
mammalian erythrocytes with exceedingly diverse speeds — fastest (in less 
than 5 minutes) into those of mouse, slowest (in more than 24 hours) into 
those of ox and sheep. Similar studies sprang originally from an interest 
in the “blood sugar” in human physiology and pathology, and were stimu- 
lated by the fact that glucose can enter the erythrocytes of man, but of no 
other mammal except monkey.®® Besides glucose, the other hexoses and 
pentoses likewise enter the human cells, but neither glucoheptose nor 
m ethyl glu coside; further not disaccharides, hexites, pentites. More recent 
studies have amplified the knowledge concerning the human cells first, 
pentoses enter somewhat faster than hexoses; second, the aldohexoses faster 
than the ketohexose fructose. Both facts are interesting in contrast with 
the earlier ob^servations of A\ .Mi'.i:,*: on the passage of sugars across the 

M. H. JaL'nbfl, H. N. Glassman, and A. K. Parpart, J. Hell. &: Comp. PhysinL, 7: 107, 

1035. 

** W. Wilbrandt, Pflilger’s Areh. f. d. ges. Physiol., 244: B37, 1941. 

M. H. Jacobs, Am. Philos. Sor., 70: 3B3, 1931. 

M. H. Jacobs, Ergebn. Biol., 7 : 1, 1931. 

S. Kozawa, Biochem. Ztschr., BO: 231, 1914; R. Ege, ibid.. Ill: 189, 1920, and 114: 
88, 1021; for further literature see R. Hyber, Physik. Chem, d. Zelle u. d. Gewebe. 6. Aufl., pp. 
452 ff : Engelmann, Leipzig, 1926. 

40 Wilbrandt, Ffltlger’s Arch. f. d. ges. Physiol., 241: 3D2, 193Bi 
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intestinal membrane of rats, where pentoses have been found to be slower 
than hexoses, though having the smaller Jl/F, and where ])ni.>oiiing with 
iodoacctate abolishes the characteristic succession of the hexoses, while here 
it is indifferent (see Sec. 8, chap. 34). 

In extending these studies toward the erythrocytes of other mammals, 
more species-specific variations have been encountered. According to 
Hober and Ulrich, mouse erythrocytes not only fail to admit the hexoses, 
but allow the hexitcs mannitol, sorbitol, dulcitol, to enter freely. Rat cells 
do not display this characteristic feature. The red cells of the guinea-pig 
show another differential permeability; they admit amino-acids (glycin, 
alanin), but exclude hexoses and hexites (Hober and Ulrich). Still 
another pattern appears with dog cells; pentoses are here the fastest, the 
ketohexosB fructose and sorbose enter more slowly and the aldohexoses 
are practically nonpernleant (Wilbrandt), Finally, the cells of the ox, pig, 
rabbit, and rat show the same impermeability as may be expected with 
lipoid insoluble substances of a moderate MV^ such as sugars, hexites, anti 
amino-acids (Kozawa). 

Certainly, exploration of more species with more substances under more 
varied conditions, with an additional study of other cells, will disclose more 
specificities. One would like to know whether such peculiarities of per- 
meability correspond to special functional requirements of an animal or its 
individual cells. For example, the behavior of certain erythrocytes toward 
sugars and amino-acids is, perhaps, associated with some role they play 
as regulators of the normal unbalance between intracellular and extra- 
cellular fluids. In the present state of our knowledge, it is impossible to 
distinguish a true specialization from an incidental feature, a mere “lusus 
naturae’’ (see, further, Sec. 8, chaps. 34 and 35). 

3. Permeability of Some Other Objects to Nonelectrolytes. — 
There is, so far, very scanty knowleilge about the permeability to nonelec- 
trolytes of single cells other than erythrocytes and plant cells studied by 
plasm olysis or osmotic swelling and shrinking. The only equivalent sys- 
tematic investigation is that of Dverton concerning muscle tissue, a study 
more qualitative than quantitative. 

Marine eggs such as those of the sea-urchin, are single cells which appear 
appropriate for study by osmotic swelling and shrinking, but scarcely more 
is known than that the permeability rises in the series: acetamide < pro- 
pionamide < butyramide, and glycerol < ethylen glycol, that methyl- and 
ethylalcohol enter very rapidly, and that glucose does not.'^® These suc- 


R. Hober and II. Ulrich, Klin. Wchnschr., 13: 63, 1034. H. Ulrich, PflUger’s Arch. f. d. 
ges. Physiol., 234: 42, 1934. 

M. H. Jacobs, H. N. Ulassman, and A. K. Parpart, J. Cell. & Comp. Physiol., 11 : 479, 

193B. 

M. H. Jacobs and D. R. Stewart, J. Cell & Comp. Physiol., 1 : 73, 1932; see, further, D. R. 
Stewart and M. H. Jacobs, ibid., 7 : 333, 1936; B. Luck&, H. K. Hartline, and R. A, Riora, 
ibid., 14: 237, 1939. 
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cessions are like those found with (Jhara (see Collander and Barlund, loc. 
cit. S). In other words, the succession of the amides parallels their lipoid 
solubility, while the order of the lipoid insoluble glycerol and ethylenglycol 
suggests their passage through the porous areas of the membrane (p. 235). 
With a membrane of a more outstandingly porous type the succession of the 
amides probably would run in the opposite direction (see p. 237); further, 
the observations of Hober and 0rskov, (p. 239). 

Overton’s procedure for studying the permeability of muncle^^ is analogous 
to his plasmolytic studies of plant cells (p. 23 D). Frog sartoriiis muscles, 
placed in isotonic Ringer’s solution, keep their weight constant over a long 
period. When a non electrolyte is added in a certain molar concentration 
to the Ringer’s solution, impermeability is indicated by a permanent loss of 
weight. Addition of a substance with a relatively small permeating capac- 
ity is followed by a loss of weight, which disappears after some time, differing 
according to the rate of penetration. With a quickly entering substance, 
no initial weight change whatever appears. 

The results of these experiments are about the same as those outlined 
in the tabic, p. 239, for Chara;^^ for instance, urea, which is distinguished 
by the combination of a stnall lipoid solubility and of a very low MV, is 
mentioned by Overton as entering especially slowly. 

In analyzing the data concerning the permeability of the muscle tissue, 
one may refer the effects to the muscle fibers themselves, which occupy 
between and of the total volume in the frog sartorius muscle, depend- 
ing upon whether they have been soaked in Ringer’s solution or in plasma; 
in other words, the interfibral space is to This space readily com- 

municates with the surrounding fluid by free diffusion, and calculation shows 
that, if, for instance, the Cl percentage in this fluid is varied, the Cl content 
of the muscle changes in such a way as to indicate a distribution equilibrium 
whereby Cl is located practically to completion outside the fibers, i.e., the 
“chloride space” is equal to the “interfibral” or “tissue space.”^^ This 
justifies the assumption that the aforementioned results concerning per- 
meability or impermeability to the non electrolytes are bearing upon the 
surface membrane of the fibers.^® 


E. Overton, Pflliper’s Arch. f. d. gps. Phy.siol., 92: 115, 1902. 

See also Overton in Nager.s llandbuch Physiol, des Menschen, 2: p. 744: Vieweg., 
Braunschweig, 10 [>(5-07. 

See W. 0. Penn, Physiol. Rev., 16: 450, 19.SB. 

See more about the interfibral space later, p. 253. 

About some osniutic experiments concerning the permeability of the liver, see R. Hober, 
Pfltlger’s Arch. f. d. ges. Physinl., 229 : 402, 1932. For more about passive penetration of the 
intestine, the kidney, the salivary gland, see See. 8. 
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1. Plant Cells. — Since Overton’s fundamental study, plant cells have 
often been considered impermeable to inorganic neutral salts, or, at most, 
only slightly permeable. This conclusion was drawn from observations on 
cells, which from water were transferred into NaCl or KCl solutions of such 
a strength that plasm olysis apjicared, which seemed to be persistent for some 
time. Later, with a more refined procedure, it has been shown, that the 
plasmolysis, sooner or later, is succeeded by deplasniolysis, which, after a 
while, may be followed by another plasmolysis, often leading to death. 
This sequence of events has been interpreted as due to an impairment of the 
cell surface by the solutions, which brings about an abnormal permeability 
to the salt, indicated by deplasmolysis; the consequent escape of solutes 
from the cell interior ends in collapse of the protoplast. The concept that 
in its normaFstaie the membrane is impermeable is supported by the follow- 
ing observations. First, S. C. Brooks,®“ by measuring the conductivity of 
the surrounding fluid, has stated that Taraxacum cells, placed in distilled 
water, suffer a slight loss of electrolytes, but that this loss is markedly 
increased in dilute NaCl solution. Second, cells have been shown extremely 
impermeable to salts or their ions, presented in small concentrations, pro- 
vided care is taken to keep them under physiological conditions in other 
respects. For instance, several ions (Li, SCN and others) adiled to sea 
water as the normal milieu of the alga Valonia, do not appear in the cell sap, 
even after hours or days; very little Cs was found even after more than a 
year, Rb somewhat more.®^ Collandcr®^ analyzed by spectrography samples 
of the cell sap of two species of Characew, after salts were added in small 
subplasm oly zing concentrations to the brackish water in which they live. 
The result was that, even after 8 to 14 days, Li salt did not reach a concen- 
tration within the sap equal to that in the surrounding medium; light 
accelerated, and anoxia retarded, the movement. Returned to the normal 
Li-free medium, the cells did not lose the Li previously taken up. Third, 
the strongest argument for impermeability, or at least dyspermeahility. 


« W. J. V. Osterhrmt, Scient e, 34: 187, 1911; The Plant World, IB: 129, 1913; H. Fitting 
Jahrb. f. wiss. Bot., B6 : 1, 1915; also 57 : 55S, 1917; A. Trbndle, Arch, de Sc. phys. et nat., 4B: 
38. 1918. 

S. C. Brooks, Am. J. Bot., 3: 483, 191B. 

W. C. Cooper, M. J. Dorcas, and W. J. V. Osterhout, J. Gen. Physiol., 12: 427, 1929. 
R. Collander, Protoplasma, 33 : 215, 1939. 

243 



244 


THE SURFACE OF THE PROTOPLAST 


[Sec. 4 


relies on comparing the chemical composition of the cell sap with the sur- 
rmiinling'' of large-sized (“giant”) cells, some living in sea water, some in 
brackish water, and some in pond water^^ (see Table XV). 


Table XV. — Hhemical Analyses (Mdl.) of the Sap and the Milieu of Cells 
(According to Osterhout, Cooper and Blinks, Blinks and Jacques, Zschiele and Collander) 



Sup of 
Vfdonia 

macro- 

physa, 

mol. 

Sap of 

JI aJiryfitis, 
mol. 

Sea 

water, 

mol. 

Sap of 
Nifella 
clavafa^ 
mol. X 10^ 

Pond water 
bathing 
Nifella, 
mol. X 103 

Sap of 
Chara cera- 
iophyllut 
mol. X 10=* 

Brackish 

water 
bathing 
Chara, 
mol. X 10* 

Cl 

9 597 

0 603 

0.580 

90 B 

0 903 

225 0 

73 0 

Na 

0 09 

0.557 

0 498 

10 0 

0 217 

142 0 

60 0 

K 

0 5 

0 0004 

0 012 

54 3 

0 051 

88. 0 

1 4 

r a 

0 0017 

0 008 

0 012 

10 2 

0 775 

5.3 

1 8 

Mg 

truce? 

0 0107 

0 057 

17 7 

1 60 

15 5 

6 5 

S[)4 

trace? 

trace 

0 036 

B 33 

0 323 

3.9 

2.8 


Table XV shows the great variation of the internal milieufrom one species 
to another, even taking into account that individual differences will probably 
appear when more single cells have been compared. Table XVI is particularly 
important as it raises the questions how the gradients of concentration can 
arise, whether they represent a static or a dynamic equilibrium, and in the 
latter case, by what means this equilibrium can be maintained. The second 


Table XVI. — Ratios of Intebnal to External Conc’Entrations 



Valoriia 

maf'rtiphy.'ia 

Halirystis 

Nifella clavafa 

Vh ara 

reratophylla 

Cl 

1 03 

1 04 

100 50 

3 1 

Na 

0 18 

1 12 

46 ID 

2 4 

E 

41.6 

0 53 

1055.00 

63 0 

Ca 

Very small 

0 07 

■ 13.17 

2 9 

Mg 

Very small 

0 29 

10 47 

2 4 

S()4 

0 

0 

25 80 

1 4 


alternative, a dynamic equilibrium, is more probable. This would explain 
the aforementioned observation of Collander (p. 243) and similar results 
obtained with Nitella.^^ Presumably, some active factor is superimposed 
on a passive distribution, permeability being not so much a matter of simple 
diffusion as of active transfer, which needs an energy supply. This will be 
discussed in detail later (see Sec. 8, also Sec. 5). 

Fourth, returning to the problem of plasmolysis and deplasm olysis of 
plant cells under the influence of neutral salt solutions, and to its interpreta- 


W. J. V. Osterhout, Biol. Rev., 6: 309. 1931; But. Rev., 2: 283, 1935, 

H. Hoagland aud A, R, Davis, J, Uen, Physiol., S; 47, 1923; see, further, chap. 38. 
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tion as the consequence of an impairment of the normal surface conditions, 
it can be shown that a pure Na salt or K salt in contact with a cell creates 
an abnormal condition of the surface, and that the addition of small amounts 
of certain other salts restores normalcy. For instance, Niiella cells can be 
shown, by the dipheiiylamine test, to take up NO3 from a NaNOg solution, 
but NOs does not appear in the presence of Ca(NOa)2.®^ The balancing 
effect of Ca in concentrations small compared to Na or K has often been 
demonstrated by the intensified plasmolysis obtained with the mixture, and 
by the abolition of deplasm olysis. This antagonism is evident to different 
degrees with different cells; it is more evident with Rhoeo^^ nv Lupinus^’^ than 
with Lamium.^^ When permeability is measured by rate of plasmolysis, 
alkali ions are found to increase permeability according to the series: 
Li < Na < K, anions according to SO4 < Cl ^ NOg ^ Br.®® The antag- 
onizing effect of Ca is similar to that of Sr and Ba. Mg resembles more 
.closely the alkali ions. The result of these and other studies is the concept 
that, applying solutions of appropriate mixtures of salts, or, more precisely, 
of alkali and alkaline earth salts, for investigating the permeability of plant 
cells, instead of the unnatural solutions of single salts, the cells appear to be 
impermeable or fairly impermeable. It will be shown later that this is 
equally true with numerous animal cells. Since this !inl:iL:>i:ii'*in in plant, 
as well as in animal, cells is an nnlagoiiiNin between mono- and poly-valent 
cations,®" which was first interpreted by J. Loeb to be an influence upon the 
colloidal constituents of the cells (see Sec. 5, chap. IB), the conclusion 
seems indicated that a normal molecular architecture of the cell surface is a 
prerequisite for normal impermeability or dyspermeability (see chap. 17). 
This concept does not conflict with the aforementioned postulate that 
by physiological means, especially by an adequate supply of metabolic 
energy, the properties of the cell surface can be changed toward a greater 
permeability.®^ 

2. Erythrocytes. — a). Permeability to anions. — On the background 
provided by the studies of IIjmiburgiT (1891), Giirber [1895), and Koeppe 
(1897), it has been generally accepted that the erythrocytes differ from other 

W. J, V. Osterhout, Scienre, 34: 187, 1911; The Plant Wnrld, 16: 1Z9, 1913; further, H 
Fitting, Jahrb. f. wiss. Hot 5B: 1, 1915; 67 : 553, 1917; A. Trundle, Arch, de Se. phys. et nat., 
45: 38, 1918; W. J. Osterhout, J. Gen. Physiol., 4: 275, 1922. 

H. Netter, Pflilger’s Arch. f. d. ges. Physiol., 19B: 225, 1923; A. Kaezinarek, Proto- 
plasma, 6: 264, 1929. 

H. Kaho, Univers. Dorpat. Inst. Bot. Opera, Nr. IB: 1924. 

Weixl-Hofmann, Proioplasma, 11: 219, 1930. 

Osterhout, Trondlc, Kaho, loc. rif. About contradictory results, see p. 324. 

For plant cells see especially H. Nctter, PflUger’s Arch. f. d. ges. Physiol,, IBB: 225, 1923* 
who found with Rhoeo cells the balancing strength of divalent cations to follow the order: 
Ca > Ni > Cd > Sr > Ba > Mn. 

"^For an interesting study of the permeability of Beggiafoa to organic anions and the 
physicochemical viewpoints concerned, see W. Ruhland, H. Ullrich, and G. Yamada, Planta, 
18: 338, 1932. 
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cells in their selective permeability to iimrirjiiiii- anions and their imper- 
meability to cations. The well-known physiological significance of these 
facts is their influence upon the acid-base equilibrium in blood, evinced by 
the alternating exchange of Cl and HCOa, the so-called “chloride shift, “ 
(see also Sec. 8 , chap. 37). 

In view of this situation, an isotonic solution of an inorganic salt may 
appear to be osmotically indifferent to the red cells suspended in it, as was 
found 5D years ago by Grijiis and Hedin. Ammonium salts display an 
exceptional behavior: in their solutions the red cells hemolyze, with chloride 

and bromide faster than with nitrate, 
sulfate, and phosphate.®^ This behavior 
occurs solely with erythrocytes, and is 
efl'erted not by permeability to the 
HgO cation NH4, but by anionpermeability. 
According to Jacobs,®® e.g., NH4CI is 
slightly hydrolyzed, and, due to its small 
MVj the free NH 3 enters. Whereas 
nothing happens after that with com- 
[im- mon cells, except a minute increase of 
alkalinity, with erythrocytes there fol- 
lows an exchange of internal Oil and external Cl, and this transfer continues 
until hemolysis appears. A picture of this progress is given by Fig. 35. 

It was mentioned before that the isotonic solutions of inorganic salts are 
osmotically indifferent to the red cells. This is true only when monovalent 
anions are concerned in the exchange. In an isosmotic solution of poly- 
valent anions, blood corpuscles shrink. The explanation is that in order 
to maintain electroneutrality a SO4 ion, for instance, exacts 2 Cl or 2 HCO3 
ions in exchange.®^ At the same time the osmotic resistance rises. This 
presumably is due to several circumstances, among others to the dehydrating 
effect of the polyvalent anions, sulfate, phosphate, tartrate, citrate and 
others, which results in a closer packing of the structural components of the 
surface membrane. This effect, coupled with the greater hydration of these 
ions (see Sec. 5, chap. 15), accounts for the polyvalent anion 3 penetrating 
the membrane at a ilistinctly lower rate than the monovalent do, comparing, 
for instance, the exchange of Cl against IlCOg, and of Cl against SO4, as 
has been shown by chemical analysis,®® or by applying an Ag, AgCl-elcc- 
trode in order to follow the exit of Cl.®® 


Fig. 


2 5 . — T'T pm nlysis 
iiiujiiuTii L-hloridi* 


in isntnniL- 
(Jacobs.) 


G. Grijns, Pfl11ger*s Arch. f. d. ges. Physiol., B3: 85, 189B; Hedin, ibid., BB: 229, 1897; 
79; 625, 1898; R, Ege, Biochem. Ztachr.. 130: IBO, 1922. 

M. H. Jacobs, Am. J. Physiol., BB: 134, 1924; The Harvey Lectures, 22: 145, 1927; M.H. 
Jacobs and D. R. Stewart, J. Cell. & Comp. Physiol., 7 : 351, 1936. 

H. Koeppe, PflUger’s Arch. f. d. ges. Physiol., B7 : 189, 1897,' see also A. K. Parpart, Cold 
Spring Harbor Symp., B: 25, 1940. 

R. Mond and II. Gertz, Pflttger’s Arch. f. d. ges. Physiol., 221 : B23, 1929. 

K. Timm, PflUger’s Arch. f. d. ges. Physifil., 239: 286, 1938. 
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Our understanding of erythrocyte permeahility to organic anions is so far 
highly unsatisfactory, for the reason that a great number of factors must 
be taken into account in order to explain the effects, which are Chiefly osmotic 
changes of the cell volume and hemolysis. For, the effects depend upon 
whether the organic acids forming the salts are strong or weak, whether they are 
lipoid soluble and surface active, whether the ions are strongly hydrated and 
have “hydrotropic” or “solubilization” properties [chap. 2D), and whether they 
are poisonous, acting either on the surface or on the entire protoplast, after 
having entered freely. It will be helpful to begin with comparing the Na and 
the NH4 salts. 

[i) . The Na salts of the aliphatic fatty acids, with a chain of C-atoms not 
longer than C|, are fairly indifferent, provided the pH of the solutions has been 
buffered to about 7 . 3 ; beginning with valerate (Cb) or capronate (Cb) and 
proceeding to the higher members of the series, hemolysis occurs.®^ Decreasing 
the pH favors the lytic influence; increasing the pH weakens it.®® For an 
explanation of these findings, several factors must be taken into consideration. 

‘ The fatty acids are weak acids; all those from C2 to Cg have a pK of about 4 . 8 . 
The lower the pH, the higher is the concentration of the free acid in the solution. 
Their undissociated molecules are lipoid soluble (see chap. 12) .» So far, the 
break at Cb in the graph of their effectiveness seems unexpected. But the 
same break appears, if one compares the surface activity, either water-air or 
water-hydrocarbon, of the aqueous solutions of the Na salts; from C2 to Cb it 
rises slowly, but then, from Cb, abruptly.®® Obviously, the lower members of 
this series can be classified fairly near to Cl in physicochemical (chap. 15 ) and in 
physiological respects (chap. 34 ), whereas the hemolytic effect of the higher 
members must be attributed not only to an exchange of anions, but also to the 
hydrotropic effect, probably exhibited at the exterior as well as at the interior 
phase boundaries (See. 5 , chap. 20 ).^“ 

Turning now to the NH4-salis of the fatty acids, not much remains to be 
added. The main point is that at pH 7.3 the NH4-salts of the C2- to Cs-acids 
cause hemolysis at a speed rather like that with NH 4 CI, but increasing from 
C2 to This increase corresponds closely with the increase of lipoid 

solubility; hence, these compounds can be supposed to pass through the erythro- 
cyte membrane by the lipoid route as well as the pore route. 

(ii) . The Na- and NH^-salts of aliphatic di- and tricarboxylic aiid monooxy- 
monocarboxylic axids. The Na-salts of the C4-compounds, succinic, tartaric, 
fumaric, and citric acid, have been known for a long time to be fairly indifferent 
to various cells and tissues (see the potential measurements). The same is true 
with the NH4-salts,^^ which rather resemble (NH4)2S04 (see p. 24 li). This can 
be ascribed to several circumstances. We are dealing with rather strong acids, 

R. Huber, J. Cell. & Tump. Pliysiol., 7 : 367, 

Compare the effects on sea-urchin eggs: D. Stewart, Biol. Bull., 50: 171, 1931. 

H. Freundlich and G. V. Sluttmann, Ztschr. f. physik. ('hem., 129 : 30.5, 1927; H. Freund- 
lich and D. Kriiger, Biuchem. Ztschr., 296: 18B, 1929; L. Lascarey, Kolluid-Ztsehr. 34: 73, 
1924; A. von Kuthy, Biuchem. Ztschr., 237: 396, 1931. 

See, further, R. Huber, M. Andersch, J. Huber, and B. Nebel, J. Cell. & Comp. Physiol., 
13: 195, 1939. 

M. H. Jacobs, The Harvey Lectures, 22: 14B, 1927. 

R. Hbber, J. Cell. & Comp. Physiol., 7 : 367, 1036. 
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which as such are lipoid insoluble, but also, because the^^ are strongly hydrated 
due to the polar carboxylic and, eventually, also hydroxyl groups; hence they 
diffuse slowly and traverse pores with difficulty. In addition, they are strongly 
hydrophilic toward colloids; in other words, they compete with these colloids for 
hydration water; they are surface inactive, and lack ‘‘hydrotropic” properties 
(chap. 20 ). Among the NH 4 -salts, the rate of hemolysis is greater in solutions 
of the Ca-series, lactic, and pyruvic acid, i.e., monooxymonocarboxylic acids, 
than in solutions of C 4 . It is still more increased with the corresponding 
Ca-compound, ammonium glycolate, which approximately equals ammonium 
acetate. 

(iii) . Nll^-salts of the aromatic monocarhoxylic acids are hemolytic at pll 7.3; 
Na-salts are not. This seems contradictory to the response of muscles, which 
display an injury current with Na benzoate and salicylate. (libber, loc.'cit.) 
However, it is questionable whether an alteration indicated by the electric 
behavior of the surface membrane of muscle is equivalent to an alteration 
which releases hemoglobin. The latter is believed to be a rupture of the 
membrane, whilst the former can be brought about even by a slight diminution 
of the lateral adhesion forces in the molecular array of the surface structure 
(see chaps. 17 and 20 ). The hemolytic action of NH4 salicylate is comparable 
to that of NH4CI. In contrast to the salts of the aliphatic monocarhoxylic 
acids |p. 247) NH 4 salicylate is the salt of a rather strong acid {pK = 3) and as 
such not subject to much hydrolysis. On the other hand, the free salicylic 
acid is highly lipoid soluble. Thus, the rate of hemolysis appears to be the 
effect of rival factors. Furthermore, denaturation of proteins, including 
hemoglobin, can be produced by salicylate as well as by the salts of other 
aromatic acids, probably due to their polarnonpolar molecular configuration 
(subchap. 1 (), 2 and chap. 20 ), and is followed by the escape of solutes from the 
interior of the cells. Tliis seems to increase the osmotic resistance, and so partly 
offsets the lytic tendency. Obviously, further study is needed to settle the 
relative importance of these conflicting influences. 

(iv) . Behavior in solutions of jionpenetrating nonelectrolytes It has been 
known for a long time"^^ that in nonelectrolyte solutions (saccharose) erythro- 
cytes suffer a leakage of electrolytes, as indicated by chemical analysis and by a 
rise of osmotic resistance.^® Jacobs and Parpart^^ have found that tliis process 
occurs in two stages, one, which is reversible and rapid and finished after about 
1 minute, and one which is irreversible, slow, and extending over a long time. 
The nature of the second process will be discussed later (see subchap. IB, 3); 
the first one is due to the steep gradient of anions from the cell interior to the 
non electrolyte solution, causing an exchange of Cl and HCOg ions from inside 
for OH ions from outside, and hence resulting in an increase of acidity outside, 
of alkalinity inside. The latter brings about an increase of ionization of 

R. HSber, J. Cell. & Comp. Physiol., 7 ; 3B7, 103B. For further information about per- 
meability to organic anions, see Maizels, Biorhem. J., 28: 337, 1934. 

See also subchap. IB, 3. 

I. Bang, Biochem. Ztschr., IB: 255, 190,9; A. Joel, PflUger’s Arch. f. d. ges. Physiol., 161 : 
5, 1915. 

E. Ponder and G. Saslow, J. Physiol., 73; 2B7, 1931. ' 

M. II. Jacobs and A. K. Parpart, Biol. Bull., 62 ; 178, 1932; 66: 512, 1933; W. Wilbrandt, 
Pflilger’s Arch. f. d. ges. Physiol., 243: 537, 1941). 
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hemoglobin, i.e., the formation of polyvalent hemoglobin anions Hb^”, replacing 
the monovalent HCOJ anions, according to the equation: 

n + n HHb + n HCO 7 = n B+ + Hb"- + n CO 2 + n 

Consequently, the internal osmotic pressure diminishes, as indicated by the 
increase of osmotic resistance. 


b) . Permeability of erythrocytes to cations . — In Tables XV and XVI (p. 244) 
it has been shown that various s])ecies of plant cells preserve in their cell sap 
characteristic mixtures of ions with steep gradients, some uphill, some down, 
toward the ‘Outside solution. This is equally true whether the normal 
medium of the plants is fresh, brackish, or sea, water. This looks like 
convincing evidence of impermeability to these inorganic ions, unless one 
takes into consideration that this ionic distribution could also be the result 
of a dynamic equilibrium which the living cell maintains with metabolic 
energy, and which gives way only in death to a stable state. Similarly, the 
species-specific distribution of inorganic ions in erythrocytes, which is 
apparent from the ■■ table, can be thought of as being essentially the 

result of activity during an early stage of the life cycle, when the red cells 
were being generated in the blood-forming organs."^® However, although 
erythrocytes have been supposed to be exceedingly inactive biochemically 
as well as structurally it has been found recently that a slow shift of cations 
against the concentration gradient compensates a jireceding loss (see p. 251). 


Table XVII. — K and Na in Millimol. per 100 D Gb. Ebythrocytes (Kebr““) 


Animal 

K 

Na 

Animal 

K 

Na 

Man 

110 


Pig ' 

100 

11 

Monkey 

111 


Horse 

88 

Rat 

100 

12 

Ox 

22 

79 

Rabbit 

99 

IB 

D og 

9 

107 

Guinea-pig 

105 

15 

Tat 

6 

104 




As appears in Table XVII, K and Na are distributed very character- 
istically in the red cells of different mammals. First, there are 2 groups of 
animals, one with a preponderance of K in the cells, the other with a pre- 
ponderance of Na. Second, this selectivity is independent of the cation 
concentration in the blood serum, as the ionic composition of the serum is 
practically identical in all mammals, with Na far in excess of K. Now, this 
characteristic unbalance, K:Na, is easily upset under many circumstances. 
Almost any kind of alteration of the normal surrounding medium is followed 


See E. J. Warburg, Biochem. J., 16; 153, 1922; I). D. Van Slyke, H. Wu, and F. C. 
McLean, J. Biol. Chem., 65: 7B5, 1923. 

See V. Henriques and S. L. 0rskov, Skandinav. Arch. f. Physiol., 74 : 03, 1936, and B2 : 85, 

1939. 

““S. E. Kerr, J. Biol. Chern., 117: 227, 1937. 
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by a movement toward a more equal distribution, most observations so far 
referring to a leakage of K. K can be released, for example, by slight hyper- 
or hypotonicity accompanied by a deformation of the cells, by a small change 
in the balance of cations in the suspending salt solution, by a rise in tempera- 
ture, even by mere standing in serum or in Ringer’s solution, or by centrifug- 
ing. Furthermore, the addition of certain cytolytics or of NaF leads to an 
escape of 

Now, disregarding for the moment the effect of cytolytics and of fluoride, 
selective ionpermeability is likely to be lost, as indicated by the escape of K, 
as the result of relatively slight changes of the physical properties of the 
surface, milder changes than those that cause visible leakage of hemoglobin. 
Presumably, the changes consist in loosening of the linkage of colloidal 
aggregates. The same assumption has already been proposed (p. 245) in 
inlerpreliiig rates of plasm olysis and deplasm olysis as a measure of per- 
meability to agents as gentle as neutral alkali salts are, where the effects 
of ions increased gradually in the order: Li < Na < K and SO 4 < Cl 
< NO3 < Br, an order well known from colloid chemistry as the Ilof- 
meister’s or lyotropic series. Numerous similar observations will be 
referred to later. In muscles particularly, studied by measuring, for 
example, the membrane potentials of the fiber surface, a reversible loss of 
selective ionpermeability follows exposure to various cations and anions 
t)f alkali salts, and has been correlated with the state of colloidal components 
of the surface membranes. The same agents, viz., the isotonic or slightly 
hypotonic solutions of the alkali salts, when acting upon the red blood 
corpuscles through hours or days (instead of minutes), increase leakiness 
So much as to enable heinogloliiii molecules to escape. In this phenomenon, 
also, the strength of the cationic, and still more of the anionic, effect is found 
to vary to the lyotropic series, though numerous irregularities 

have been observed, depending upon species-specific properties of the 
erythrocytes and upon additional factors connected with the surrounding 
solution (chap. 16, 2c; further, the studies of Davson regarding cat and dog 
erythrocytes, loc. cit). 

Among the various conditions abolishing the normal impermeability to 
cations, fluoride deserves special discussion, because it suggests an influence 


many details concerning these alterations of the normal ionic distributions see, 
with respect to hyper- and hypotonic solutions; E, Ponder and Sashjv, J. Physiol., 70: 1G9, 
10SO; 73: 2B7, 1931; E. Ponder and Robinson, Biorheiii. J., 28: 1940, 1934; M. II. Jacobs, H. 
N. Glassinanand A. K. Parpart, J. Cell. & Coirip. Physiol., 8: 403, 193B; H. Davson, ibid., ID: 
247, 1937; 15 : 317, 1940; Riochem. J., 33, 38, 1939; regarding eeiilrifugation in serum. Ringer’s, 
and NaCl; F. Danielli and II. Davson, ibid., 32: 981, 1938; regarding lytic agents: F. Danielli 
and H. Davson, ibid., 32; 991, 1938; regarding photodynamic dyestuffs; II. Davson and Pi. 
Ponder, J. Cell. & Comp. Physiol., 15 : B7, 1940; reganling fluoride: W. Wilbrandt, Tr. P'araday 
Soc., 33: 95B, 1937; PflUger’s Arch. f. d. ges. Physiol., 243: 519, 1940; regarding temperature : 
M. H. Jacobs, H. N. lllassman and A. K. Parpart, J. Cell. & Comp. Physiol., 8: 403, 1936; 
regarding Na-rich cat and dog corpuscles: H. Davson, ibid., 15: 317, 1940; J. PhysioL, iDl: 
265, 1942; Bioebem. J., 34: 917, 1940. 
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based upon breaking the normal concatenation of reactions participating 
in glycolysis. According to Wilbrandt,®^ after addition of 0.25 mol. NaF 
to a suspension of human erythrocytes in NaCl solution, an enormous 
increase of osmotic resistance occurs. This is not due to precipitation of 
Ca, since iodoacetate, another agent which interrupts glycolysis, also raises 
the osmotic resistance by releasing K. The jioiNoning effect in both cases 
must be referred to the break-up of the glycolytic sequence of reactions, as 
the poisoning effect runs parallel to the glycolytic activity of red cells of 
different species and is nil with nonglycolyzing pig cells, though they are 
rich in K (see Table XVII). Another argument for normal glycolysis being 
indispensable to the normal impermeability to K is the fact that the increase 
of osmotic resistance after addition of NaF is abolished by a proper amount 
of pyruvic acid (sec Sec. 6). This raises the question as to the mechanism of 
the capacity of the erythrocyte membrane to retain K ions. On the one 
hand, normal glycolysis may be effective by warranting a structural sitqa- 
tioii, which retains the cations. On the other hand, glycolysis may maintain 
ionic equilibrium by releasing energy for the backtransport of K, which is 
on the way to escape from the interior of the cells. Examination of this 
alternative®^ so far has led to contradictory findings.®"^ According to Wil- 
branJt, no change of the normal cation distribution occurs, if the tempera- 
ture is markedly lowered. Harris,®^ however, also working with human 
erythrocytes, has found that when they were stored at refrigerator tempera- 
tures (2° to 5°) under sterile conditions for 5 days, K ion leaked out into the 
plasma along the diffusion gradieiiL, and reentered when the cells were 
returned to temperatures of 25° and 37°. Restoration of K was more com- 
plete after glucose had been added. These latter facts recall the experi- 
ments of Iloagland and Davis®® with Niiella cells, which at a low temperature 
or in the dark become leaky to the inside Cl, and recapture it at room tem- 
perature or during exposure to light (see Sec. 8, chap. 38). 

3. Other Animal Cells. — The selective anion permeability of blood 
corpuscles is unique. Its existence has been proved directly by chemical 
means and, iiulireetly, by observation of osmosis, and can be accepted as 
indicative of a purely physicochemical property of the cell surface. In 
addition, there are signs of cationpermeability, which is probably due to an 
active transfer. N ow, before turning to studies con cerniiig other animal cells, 
the situation in plant cells may be recalled. The conclusion was drawn 
(p. 245), in discussing them, that the “quiescent” cells are generally imper- 
meable to anions and to cations, but, that the quiescent state, according 
to manifold convincing evidence, can give way to a state of activity varying 


82 lY Wilbrandt, PflUger’s Arch. f. d. ges. Physiol., 243: 519, 194D. 

Wilbrandt, lov.. rit.; J. E. Harris, J. Biol. Chem., 141: 579, 1941. 

See also 11. Davson, J. Cell. & l^onip. Physiol., IB: 173, 1941. 

.1. E. Harris, loc. vit. Sec further T. S. Danowski, J. Biol, fhem., 139: 693, 1941. 

I). R. Hoagland and A. R. Davis, J. Gen. Physiol., 5 : 629, 1923; 6 : 47, 1923; D. R. Hoag- 
land, P. L. Hibbard, and A. R. Davis, ibid., ID: 121, 1926. 
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in degree from ample permeability to both cations and anions to almost 
perfect impermeability. This will be shown later (especially in Sec. 8,) 
chap. 36 by reviewing the studies of Tbiii..Li::d. Steward, and Brooks, and has 
been shown by the observations of Osterhout, Collander, and others already 
discussed (p. 243). 

Another way is known, and will be discussed later, to demonstrate cation 
(and perhaps anion) permeability in plant cells: the measurement of electrical 
potentials across the cell surface. Ordinarily, this permeability cannot be 
proved to exist by chemical analysis, because of the high electrical resistance 
of the membrane, which prevents a sufficient nund)cr of ions being transported 
by the current. But, this passage possibly can be evidenced by chemical reac- 
tion, for instance, with cells of Jlalicystis^ where the protoplasmic wall is the scat 
of an electromotive force of 70 to 80 mV, which is maintained for weeks, anil 
which has been observed to drive a current of 1 to 5 microamperes for several 
days through a capillary electrode, fixed inside the sap, and connected through 
the external circuit with the second electrode, attached to tlie outside of the 
cell. 

a). Egga of marine invertebrates are animal cells, which are single like 
erythrocytes, and readily available for experimental purposes, but, so far, have 
scarcely been utilized for studying permeability to the common ions. As 
was mentioned before (p. 240), other cells, in contrast to erythrocytes, do 
not cytolyze in NH4CI, unless appreciable amounts of bicarbonate are 
present. Thus, the volume of sea-urchin eggs remains unchanged for a 
long time in isotonic NH4CI or NH4NO3 as well as in the corresponding Na 
and K salts. But, they swell and die in solutions of the ammonium salts 
of the lower fatty acids.®® This is due to the strong hydrolysis of these salts, 
compared to that of salts of strong acids. This has been prove il by the 
observation that increasing the acidity, e.g., from pH 7.8 to 6.2 increases 
the rate of swelling. At this pH the rates rise in the order: acetate < pro- 
pionate < butyrate < valerate. This is the' order of increasing lipoid 
solubility and is an example of the rather general phenomenon that the 
weak acids enter cells and are disposed to do so, because the undissociated 
molecules of organic acids (and bases) arc often lipoid soluble (see pp. 259ff), 
though to different degrees. Thus, at pH 7.8, swelling of the sea-urchin 
egg is almost imperceptible in a solution of ammonium acetate, whereas in 
ammonium valerate the cells are cytolyzed within a few minutes. The 
reason is the low lipoid solubility of acetic, aqid. 

h). Single muscle and nerve fibers . — ^These objects can be compared with 
single cells, since their fibers are held together by rather loose connective 
tissue, the interspaces, as a rule, being open to the surrounding fluids (see 
p. 242). Information about the distribution of the most common inorganic 

R. Blinks, Cold Spring Harbor Symp., B: ZD4, 1941. 

D. Stewart, Biol. Bull., 60: 171, 1031; M. H. Jai-obs and D. Stewart, J. Cell. & Comp. 
Physiol., 7:351, 1936. 
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inns, K, Na, H, Cl, and Oil is desirable. Studies on plant cells, immersed in 
water or aqueous solutions such as sea water, led to the concept that a 
practically static equilibrium between cell and siirroiiiiiliii^ is the result of 
impermeability to the ions (see especially Table XV p. 244); though, in 
addition, with certain cells and under certain conditions, the ionic distribu- 
tion must be conceived as due to a dynamic state. 

MiAsdes. — In order to reach a corresponding statement for muscle, 
the entire muscle (ordinarily the frog sartorius) is soaked in isotonic solu- 
tions and chemical analyses are made of the ionic contents of the muscle 
substance, the interfibral fluid being assumed to communicate freely with 
the outside solution. Urano®® and Fahr®“ have soaked muscles at a low 
temperature for several hours in isotonic saccharose with the result that K, 
which is the predominant cation, here as in so many other cells, escapes 
only to about B per cent into the surroundings; whereas Cl, contained in 
jnuscle at a considerably smaller molar concentration, appears during the 
same period of time up to 90 per cent. The escape of Na is similar to that 
of Cl, although somewhat slower and more irregular.®^ These facts have 
been interpreted as indicatiilg that K is retained inside the fiber, while Cl 
is extrafibral. This conclusion is confirmed by the fact that K escapes as 
completely as Cl docs after injury or death of the muscle. Accepting this 
idea that Cl is entirely extrafibral, one can calculate, by comparing the Cl 
content of the total muscle with that of the siirrouiidiiig fluid, the volume 
of the so-called chloride space, i.e., the interfibral or extracellular space.®^ 
It has been found to be about 14.5 per cent of the total volume. This is in 
satisfactory agreement with the histological tissue space, as determined 
microscopically in frozen sections of frog sartorius muscles.®^ Regarding 
the K found in muscle as in diffusion equilibrium with plasma, the concen- 
tration of intrafibral K proves to be from 30 to 40 times higher than the 
extrafibral. This K must be assumed to be largely free to account for 
osmotic equilibrium (see Sec. 7). However, this ratio 30 or 40:1 is not 
constant, but varies in both directions, in response to experimental changes 
of pll or of the outside concentration of K. This has been shown by the 
following observations. Mond, Amson, and Netter,®^ by perfusing frog 


«>' F. Urano, /Lsthr. f. Biol., BD: 212, 1008; B1 : 48.^, 1908. 

(i. Fahr, ZtHchr. f. Bint, 62: 72, 1908.’ 

See W. □. Fenn, D. M. Cobb, and B. S. Marsh, Am. J. Physiol., 110: 261, 1934; W. 0. 
Fenn and I). M. Cnbb, J. Cen. Physiol., 17: 629, 1934; R. Mond and H. Neiter, PflUgeFs 
Arch. f. d. ges. Physiol., 224: 702, 1939; 230 : 42, 1932. 

W. □. Fenn, D. M. Cobb, and B. S. Marsh, ?oc. vH.; W. 0. Fenn, Physiol. Rev., 15: 
450, 1936; A. B. Hastings andL. Eichelberger, J. Biol. Chem., 1D9: xii, 1935; M. C. Eggleton, 
P. Egglelon, and A. M. Hamilton, J. Physiol., 90: 167, 1937. 

About the interfibral space calculated from analyses of muscles, which had been soaked 
in solutions containing glucose, inulin. Mg, see, among others: P. J. Boyle, E. J. Conway, F. 
Kane, and 11. L. O’Reylly, J. Physiol., 99: 491, 1949. 

R. Mond and K. Amson, PfiUger’s Arch. f. d. ges. Physiol., 220: 69, 1928; R. Mond and 
H. Neiter, ibid., 224: 702, 1939; 230: 42, 1930; II. Netter, iUd., 234 : 680, 1934. 
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muscle with Ringer’s, Fenn and Cobb,**^ by placing the isolated muscles 
in Ringer’s, containing various amounts of K, have f[)uiiil that, at a certain 
maintenance concentration, K neither enters nor leaves the muscle, but that 
this equilibrium can be shifted by changing the outside /jH. For instance, 
at pH 7.2 the equilibrium concentration was found to be 19 mg.%, at pH 
6.3, 23 mg. % and at pH 5.5, 45 mg.%. This means that increasing the H 
ion concentration raises the tendency of K to escape and must be com- 
pensated by a higher K concentration outside. In other words, the equilib- 
rium state is defined by Ho/H,- = Ko/K,. Therefore, at a certain ratio 
IIo/H„ if K is added to the outside solution, K,- must rise. Since normally 
Ki is considerably greater than Ko, K will be shifted against the concentra- 
tion gradient (see, further, p. 309). 

This situation has been illustrated by an interesting model experiment 
of Netter.“** Michaelis has shown by measuring the membrane potentials, 
which are displayed by a dried collodion membrane interposed between 
different electrolyte concentrations, that this membrane is permeable to 
H and K, but not to Na nor to Cl and other anions (see p. 317). In this 
it resembles the surface membrane of muscle fibers, which were considered 
by Mond and Netter and by Fenn to be characterized by the same kind of 
selective ionpermeability. Among olher experiments, Netter separated a 
solution a, consisting of mol. /1 400 K 2 SO 4 + mol./lO H 2 SO 4 , from a solu- 
tion b, consisting of mol./1400 K 2 SO 4 , which was rendered is[>tonic by addi- 
tion of a proper amount of glucose in order to avoid a shift of wafer. 
Obviously, H in this system tends to pass the membrane, following the steep 
concentration gradient 10 ~^ — > but, for electrostatic reasons, such a 

passage is not possible except by exchange for an equivalent amoimL of K. 
Notwithstanding the fact that the concentration of K is initially the same 
on both sides, such an exchange does proceed and K is transported against an 
increasing concentration gradient. Netter has interpreted this happening, 
among others, by the following consideration. Ho and Ki can meet in the 
pores of the sieve-like membrane, moving in opposite directions, and the 
chance of their meeting at the same moment is proportionate to Ho X Kb; the 
same is true for the corresponding cations ITb and Ko, their ehance of meeting 
being proportionate to Hb X Ko- The exchange in the first direction is thus 
cancelled partially by that in the second, and goes on until equilibrium is 
attained, when 

H. X K, = X K, or 

lib IVb 

The experimental results are consistent with this theory. The following 
numerical example illustrates one of the experiments. 


W. O. Fenn and D. M. Cobb, J. Gen. Physiol., 17: BZ9, 1934; Am. J. Physiol., 112: 41, 

1934. 

®“II. Netter, PflUger’s Arch. f. d. ges. Physiol., 22D: 107, 1928. 
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Hb 10-^ 
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Because of the thickness and very low permeablility of the membrane, the 
equilibrium state was not reached even after 13 days, but it is plain that, 
under the conditions of this experiment, while the concentration gradient 
of H decreased by diffusion, a strong concentration gradient of K was 
established. This model elucidates how the high accumulation of K inside 
muscle fibers may arise, and how, after reaching an equilibrium, each upset 
of the latter must be succeeded by a redistribution. 

Another concept about ion permeability of muscle has been suggested 
by Boyle and Conway®^ on the basis of experimental results and of theo- 
retical interpretations. They start from the premise that the muscle mem- 
brane is permeable for Cl as well as for K, but not for Na, and that the 
muscle fiber normally contains large amounts of K and small amounts of 
Na and Cl, all of which are osmotically active. Under such conditions, 
after immersion into an isotonic NaCl solution, Cl could not enter for 
electrostatic reasons; also Cl hardly could be exchanged for equivalent 
amounts of organic anions from within the fiber, e.g., the large anions of 
the various phosphorylation products or of colloid-ami)holytes. On the 
other hand, after adding small amounts of KCl to the NaCl solution, the 
entrance of Cl together with K is hampered by the steep gradient of K from 
inside to outside. Only after the K concentration outside had been raised 
in the experiments of Boyle and Conway to 12 milliequiv./l ^-nn-r-pninliiig 
to 0.09 % K Cl), a distinct entrance of K and Cl in nearly equivalent amounts 
was observed and was continued up to 300 milliequiv./l '^■orri‘-^lMmding to 
2.25% KCl). However, even as little as 10 milliequiv./l (= 0.075% KCl) 
has been found by Hegnauer, Uenn, andCobb^®to create iiiiphy'^iolngical con- 
ditions for muscle: the excitability is strongly diminished, the oxygen con- 
sumption is raised, phosphocreatin is split, and contracture begins. Also 
swelling of the muscle is often provoked by KCl.®® Therefore, possibly, 
permeability to anions is caused in these experiments only by alterations 
of the normal permeability instead of pre-existing. No mention is made 
by the authors about functional behavior of the muscle and reversibility of 
the processes they studied. 

The next problem is to iiivc.Migal c whether the behavior of K, Na, and 
Cl is specific or may be correlated with that of other inorganic salts. This 
problem has been attacked mainly by ’ “ . ' frog muscles with various 

P. J. Boyle and E. J. Conway, J. Physiol., 100: 1, 1941. 

For Cl see also L. V. Ileilbrunn and Hamilton, Physiol. ZqdL, IB: 363, 1942. 

A. H. Hegnauer, W. 0. Fenn, and D. M. Cobb, J. f-ell. & Comp. Physiol., 4 : 595, 1934. 

W. D. Fpnn, and D. M. Cobb, J. Gen. Physiol., 17: B29, 1934. 
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alkali ions and by measuring muscle potentials. Mond and Amson’'^“ have 
observed by chemical analysis that not only K above a certain concentration 
level passes over from the capillaries into the muscle, but also Cs and prob- 
ably Rb, whereas Na, Li, and Ca do not. This is in agreement with the 
potentiometric measurements (pp. 313ff), and can be interpreted to signify 
permeability, probably dependent upon an exchange of these cations with 
hydrogen ion (p. 354). In other words, this entrance should not be aecom- 
panied by an osmotic effect. 

As a matter of fact, muscles in isotonic solutions of indifferent inorganic 
salts as well as of indifferent lipoid insoluble nonelectrolyles behave like an 
osmometer; raising the tonicity diminishes, decreasing the tonicity enhances, 
the volume or the weight, as known already from Overton's studies.^ 
Even in isotonic solutions after a longer period of time, however, minor 
changes of volume may appear, which are dependent upon both cation and 
anion, and are probably due primarily to swelling of hydrophilic colloids, 
rather than to osmotic swelling. This influence is especially evident with 
K-salts. It has been described by Overton — but needs further investiga- 
tion — that, in isotonic solutions of K sulfate, tartrate, phosphate, and 
acetate, muscle shows a perfectly normal ap])earaiice over several days, 
though it is entirely inexcitable (depolarizing effect of the K-ions). It 
readily returns to a normal physiological behavior after being transferred 
to Na-salts. Swelling and death, however, occur in the corresponding solu- 
tions of K chloride, bromide, iodide, and nitrate. Possibly the stronger 
hydration by the second group of anions alters the colloidal components of 
the surface structures so radically as to lead, after some time, to disorgani- 
zation and disintegration (sec Sec. 5). 

Further information about the permeability of muscles to ions is obtained 
by iiMV'i^iiriiitr the potential difference between two spots on the surface of 
an intact muscle, which are in contact with two different electrolyte solu- 
tions. The results of such measurements will be presented later (pp. 313ff). 
They allow the conclusion in fairly satisfactory agreement with the results 
of the perfusion experiments, that the surface membrane is permeable to 
K and Rb, less so to Cs, not to Na and Li, and scarcely or not at all to 
anions. The order of the anionic and of the cationic influences again 
suggests alterations of the colloidal structure of the surface. 

So far, the passage of ions in one or the other direction has been described 
as a passive process. Even the migration of K against the concentration 
gradient into muscle, as in Netter’s model, seems to depend upon the 
distinctly smaller penetration power of one ionic component, as in a Donnan 
equilibrium, and does not demand energy from a metabolic process (see 


R. Mond and K. Amson, PflUger’s Arch. f. d. ges. Physiol., 220: 69, 1928; see, further. 
R. Mond and H. Netter, ibid., 224: 702, 1930; also P. H. Mitchell and J. W. Wilson, J. Gene 
Physiol., 4: 45, 1921; P. H. Mitchell, J. W. Wilson, and R. E. Stenton, ibid., 4 : 141, 1921. 

E. Overton, PflUger's Arch. f. d. ges. Physiol., 106: 176, 1904 ; 92: 182, 1902. Further 
pp. 29Dff. 
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also introduction, Sec. 8). However, as in plant cells and in erythrocytes 
an active factor, also, must be dealt with in muscles. Heppel^®^ has raised 
rats on a diet deficient in K, with the result that nearly half of the K in the 
muscle was replaced by Na; there was more intrafibral Na than extrafibral. 
After restoration of K to the diet, the rats rebuilt the normal content of K 
in their muscles up to a gradient of 30:1. Stcinbach^“® has observed 
similar supplementary exchanges of K and Na in the isolated frog muscle 
after soaking it in K-frec Ringer’s. Fenn and Cobb^'’'^ have found that 
indirect stimulation causes rat muscle to lose about 15 per cent of K, which 
is replaced by Na, and that, during recovery, K is regained and Na lost; i.e,, 
during recovery K returns to the fiber, Na to the plasma, both against the 
gradient. Facts like these suggest that work is required, but the situation 
is very much unsettled as yet, especially from lack of metabolic study of the 
problem. 

Conditions favorable to the uptake of Mg into the muscle fiber against 
"the concentration gradient have been established by W. O. Fenn and 
L. F. Ilaege (J. Cell. & Comp. Physiol., 19: 37, 1942). 

N^rw-s . — Tn nerve, as in muscle, the essential units, the fibers, are held 
together by connective tissue, including fluid-filled spaces, which are more 
or less open to the surrounding fluid and allow free exchange of their solutes 
with those in the latter. It has been shown previously that only indirect 
information about the ionic contents of the muscle fibers can be gained by 
soaking the muscles in various isotonic solutions and calculating the contents 
of the fibers from analytical data referring to the entire muscle (p. 253). 
More reliable data roiicerning the fibers of the nerves have been afforded 
during recent years by utilizing the giant nerve fibers of the squid (Loligo), 
which can be isolated from the smaller sized fibers in the stellate nerves of 
these marine cephalopods. Just as the characteristic distribution of ions 
between the cell sap and the aqueous surroundings of giant plant cells 
[Vahnia, Halicysti^, Charn, and others) has been elucidated by direct chemi- 
cal determination (p. 244), so analyses of the fluid contents or axoplasm 
extruded from the axis cylinder of the giant fibers and un contaminated by 
such extraneous matter as fiber sheaths, connective tissue, or interfibral 
fluid have contributed data which are particularly valuable for a better 
insight inlo the electrical processes as the most significant signs of nerve 
activity. 

The composition of the squid axoplasm in regard to inorganic ions 
resembles in a general way that of muscle (sec p. 253). The most important 
difference between inside and outside solutions is in their content of K and 
Cl. Ki is about 18 times higher than Ko, as found in the blood fluid, 

^“^L. A. lleppel, Am. J. Physiol., 127: 385, 1939; 12B: 449, 1940. See, further, p. 321. 

II. B. Sleinbach, J. Biol, (^liem., 133: 695, 1940. 

W. 0. Fenn and D. M. Tobb, Anier. J. Physiol., 116: 345, 1936. 

lOB pjjf more details eoneerning this ion transfer, see later (pp. 322fT, and Sec. 8), and see 
especially R. B. Dean, Biol. Symp., 3: 331, 1941. 
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whereas Cli/Clo is about It is inlerestiiij; to find, in contrast to the 

results with muscle (see, however, p. 255), an appreciable, though low, con- 
centration of Cl inside the nerve fiber, so that Cl here cannot be considered 
entirely extracellular. Chemical analyses, as well as conductivity measure- 
ments, show that there is a remarkable excess of inorganic cations, and that 
the deficit of inorganic anions probably indicates the presence of organic 
anions of a rather small ionic weight (about 130) and corresponding ionig 
mobility, with chemical properties, which suggest amino-acids. 

Earlier observations r‘riii(‘criiiiig the properties of commoner specimens 
of nerves (meduHated nerves of frog, unmedullated of lobster anti crab) 
are in general agreement with those regarding the squid nerve.’ Follow- 
ing the procedure of Lfrano and Fahr (p. 253), Fenn and coworkers have 
found that, from frog nerves soaked in isotonic sugar solution. Cl and most 
of the Na readily escape, while K is relatively indiffusible. The amount 
of Cl present in the nerve varies in proportion to the outside concentration, 
and can be readily exchanged for other anions. Assuming, on this basis, 
as in the earlier discussions of ionic distribution in muscle, that K is mainly 
intrafibral. Cl and Na extrafibral, the extrafibral space in frog nerve has been 
calculated to be about 54%. The data indicate that Xi is many times 
higher than Kq. It has been stated that here, as in muscle (p. 254), at a 
certain limiting Ko concentration, X neither enters nor escapes from the 
nerve, that above this threshold value X enters and does so against the 
gradient, and that this behavior is probably due to an exchange of X and H. 
Nerve differs strikingly from muscle in that changing the outside pll appears 
not to be followed by a X shift in either direction; for instance, X does not 
enter the nerve when the outside H concentration falls (see p. 254). 

Concerning permeability of the nerve fiber to other inorganic ions than 
K, very little is known. Frog muscle, as the perfusion experiments of Mond 
and Amson (p. 25 B) have shown, is probably permeable to Cs, but imj)er- 
meable to the cations Na, Li, and Ca, and to the anions Cl, Br, SCN. So 
far, conclusions regarding the behavior of nervE^s can be drawn only from 
determinations of the resting potentials, which may be interpreted, accord- 
ing to the theory of Bernstein, as due to selective or preferential ionper- 
meability of the surface membranes (see chap. 17, Sec. 5). By this method 
Netter^“® has found that the permeability of frog nerve to cations decreases 
in the order: K > Rb > Cs > Na > Li, whereas, at least during a limited 
period of time, the nerve is not permeable to any anions. 

For the permeability of nerves during their electric activity sec p. 321, 
Sec. 5. 

R. S. Baer and F. O. Sehniiit, J. & Comp. Phyfliol., 14: 205, 

Sae also W. 0. Fenn, D. M. Hiibb, A. 11. Hrgnauer, and B. S. Marsh, Am. J. Physiol., 
llO: 74, 1934; F. D. Schmitt, R. S. Baer, and R. 11. Silber, J. Cell. & Comp. Phy.Hiol., 14; 351, 
1939. 

Fenn et a/., ioc. di.; further, S. L. Cowan, Proc. Roy. Soc*., B, llB: 21 B, 1934. 

H. Netter, PflUger’s Areh. f. d. ges* Physiol., 21B: 373, 1927. 

See also W. Wilbrandt’s experiments on crab nerves: J. Gen. Physiol., 2D: 519, 1937. 
[See also p. 314.) 
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PERMEABILITY TO WEAR BASES AND 

WEAK ACIDS 


The group nf weak bases and weak acids includes innumerable com- 
pounds important to physiology, ]di:inii:i;‘ii1f)gv, 1 ii\ic*ology, and clinics. 
The bases are distinguisherl by the presence of excess OH ions in their 
aqueous solutions, the acids by excess H; but their characters are often 
•more latent than manifest, since these substances, with decreasing strength, 
approach the behavior of non electrolytes (c.g., urea, acetamide, phenol, 
glucose). In the wide range between strong and weak electrolytes, the 
ratio of ions to molecules present in aqueous solution conforms to the mass 
law, and is represented numerically by the ionization (dissociation) constant 
(pK). Among the manifold aspects of the biological activity of these com- 
pounds, only the question of permeability will be discussed in this section. 

Previous sections concerning the permeability of plant and animal cells 
to nonclcctrolytes and to ions contribute a groundwork which may be 
summarized briefly for the coming discussion. Strong bases and strong 
acids resemble the strong neutral salts in being ionized to completeness, and 
in largely lacking — at least primarily — the power to pass into cells. 
Since the pathway formed by the lipoid components of the surface membrane 
has very little, if any, dissolving power for ions, what little penetration by 
strong neutral salts does occur, depends upon whether the membrane affords 
an adequate pore width (or pore affinity) for the migration of ions (chap. 17, 
Sec. 5). On the other hand, undissociated molecules, as contained in the 
solutions of weak bases and weak acids, may penetrate the lipoid layer at 
a rate correlated with their solubility therein, provided their constitution is 
suitable, especially provided that their array of polar groups is sufficient to 
prevent a marked hydroaffinity [p. 231 and Sec. 5, chap. 20). 

The early observations of A. Bethc, O. Warburg, and E. N. Harvey upon 
the umbrella of medusae, upon the leaves of Elodea, upon Paramecium and 
sea-urchin eggs, by .'i|i|il\ iiii* neutral red as indicator of the intracellu- 
lar reaction, have shown that strong bases, like NaDH, Ca(OH) 2 , and 
N(C 2 Hb) 40 H, below a certain concentration, paradoxically enter much 
more slowly than the weaker bases NUg, NH 2 C 2 H 5 , NH 2 -C 3 H 7 , and others. 
The strong bases actually penetrate fairly fast also, but this is due to the 
strongly injurious effect of free OH ion. Corresponding results have been 


See pp. 243ff, 245ff, 251ff . further. Sec. 5. 
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obtained with oxalic, citric, tartaric, and the strong mineral acids, on one 
hand, the weaker acetic, butyric, and benzoic acids, on the other hand.^^^ 
The penetrating power of undissociated niolecnlcs in the solution of a 
weak electrolyte has been proved in quantitative experiments of Osterhout 
with The distribution of H 2 S between sea water and the sap of 

Valonia cells was investigated at different pH values. The normal pH of 
the sap is 5.8, independent of the outside reaction. The pH of the sea water 
(about 8) was adjusted to a range of values from 5 to 1[) by suitable addition 
of II Cl or NaDH. H 2 S was introduced into the sea water, and its distribu- 
tion at equilibrium observed. That at pIT 5 in the sea water, H 2 S is present 
almost completely as free acid, at pH 10 as ions HS and S, can be calculated 
from pKjj^g and, further, has been determined directly by vapor pressure 
measurements. The analyses of H 2 S in samples of the cell sap (whose pH 
remained constant at 5.8) gave the result that at equilibrium throughout the 
pH range from 5 to 1 0 the inside concentration of molecular H 2 S was prac- 
tically equal to the outside concentration. In other words, at pH 10 the 
inside concentration was near zero, at pH 5 was close tt) the outsitle con- 
centration, as shown in the folli)wing table (Table XVIII). 

Table XVITI.— Dibthibtttion of II 28 Hetween l'alo7iia Sap and Sea Water at Varidub 
External pn Values (Osteuudut) 

Sap ("one. of Hydrogen 
Sulfide Expressed as 
Percentage of Sulfide 
pH Sen Water Eonc. Outside 


10 


1 ) 

8 

5 

4 

7 

1 

.32 

6 . 

8 

09 

5 

7 

.92 

5 

2 

97 


It follows that the Valonia protoplast is permeable only to the un-ionized 
II 2 S, impermeable to its ions. In order to determine whether this entrance 
of molecular II 2 S is simply a diffusion, cells of Valonia^^^ were again exposed 
to various external concentrations of undissociated H 2 S, while the rates 
of entrance of H 2 S were followed at intervals of time from 1 to 5 minutes 
by analyzing samples of sap. It was found that up to 5 minutes the rates 
were proportional to the concentration [)f the molecular H 2 S in the external 
solution. 

A. Bethc, PflUger’s Arch. f. d. ges. Physiol., 127 : 219, 19[)9; □. Warburg, Ztschr.f. Physiol. 
Chem., BB: 3D5, 1919; Biorhem, Ztsrhr., 29; 414, 1919; E. Npwtnn Harvey, J. Exper. Zool., 
10: 597, 1911; Am. J. Physiol., 31: 335, 1913; Internal. Z. f. physik. ehem. Biol., 1: 4 93,1915: 
see also R. S. Lillie, J. Gen. Physiol., 8: 339, 1926; 19: 703, 1927; S. E. Hill, J. (Jen. Physiol., 
12: 863, 1929. 

ii 2 » J Y Osterhout, J. Gen. Physiol., B: 131, 1925; Regarding NII 3 see W. J. V. Oster- 
hout, Proc. Nat. Aead. Se., USA, 21 : 125, 1935; regarding CO 2 , W. J. V, Osterhout and A. G. 
Jacques, J. Gen. Physiol., 13: 095, 1939. 

A. G. Jacques, J. Gen. Physiol., 19: 397, 1930. 
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So far, only a few weak aeids and weak bases have been mentioned as 
being obviously enabled to enter living cells by the presence of their undis- 
sociated molecules; but physiology and pharmacology have afforded a great 
amount of evidence that the stimulating or ]>iiriil\ /iiig or other specific 
effect of weak aliphatic or aromatic acids or amines (the alkaloids, in par- 
ticular) can be enhanced by the addition of proper small amounts of stronger 
acid or base, i.e., by shifting the equilibrium toward the uii dissociated com- 
ponents. This raises the question, which physicochemical properties, or 
whether in all cases the same properties of the molecules, are acting to cause 
the enhanced effect. The problem has been attacked by Poijarvi^^^ in 
experiments with several kinds of plant cells, which were immersed in mostly 
equimolar solutions (l).l mol.) of a great number of N-bases of a rather 
diverse chemical structure. The sap of the experimental cells was stained 
either by their own pigment or by adding neutral red. The entrance of the 
.weak bases rendered alkaline the naturally acid cell sap, and thus their 
j)nvsence became visible by the color change of the indicator-like pigment. 
This change proceeded with time through a series of intermediary shailes of 
color (each indicating a certain degree of alkalinity) to a final equilibrium 
notaVde by a certain definite color, for instance, a yellow color of the cells, 
initially red-stained by neutral red. This procedure was used to measure 
the rates of permeation and to calculate permeation constants (see p. 230). 
Results obtained with cells of Rhoeo ducolor are pictured in Fig. 26. corre- 
sponding to the graph for non electrolytes given on p. 232. The permeation 
constants P have been plotted against the partition coefficients ether: water. 
In addition, the molecular volumes (or, rather, the molecular refractions 
M Rn) are indicated. Although, for several reasons mentioned by Poijarvi, 
the colorimetric methr)d a])plied provides no more than rather dubious 
approximations, the following conclusions may be drawn. 1. Over a wide 
range of partition coefficients (from novocain, cocain, cevadin = 12 to 
ethylendiainin = 0. 00685) the permeation rates of these organic bases arc 
correlated with their lipoid solubility, while the strength of the bases, as also 
noted by Poijarvi (in his Table XI), varies over a wide range, independent of 
the partition coefficients. 2. Again, as with nonelectrolytes, the penetra- 
tion power of bases with low MV (e.g., NII3, or (NH 2 ) 2 , or NH 2 CH 8 ) is 
greater, that of bases with high MV (atropin, brucin, cevadin) smaller, than 
could be expected frtun their lipoid solubility. The first fact, correspond- 
ing similar conclusions previously discussed, may be referred to pore per- 
meation; the second, perhaps to the membrane enclosing the prott)i)last as 
being inhibitory to diffusion of the large molecules, or to their slow diffusion 
in the interior of the lipoid layer (see p. 231). • 

In order to explain the entrance and accumulation of K so often observed 
with plant and animal cells, Osterhout, instead of a's^nining lluMAchangcof Ko 
for H* across a cat ion perm cable membrane (p. 253, also Sec. 5, chap. 17), has 


A. P. Poijarvi, Acta But- Perm, 4; 1928. 
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suggested permcatiDU across an oil-like membrane, (Sec. 5, chap. 19) such 
as guaiacol, by undissociated molecules of the strong base KDH, which would 
depend upon whether Kq X OHd exceeded X Olli or not. As a matter of 
fact, with Valonia it has been shown that increasing pW in the sea water is 
followed by an increase of the rate of entrance of K, and vice versa, but 



Fiu. 26. — Rates of penetration of organic bases inlo cells of Rh)eo di.srolor. (Poijarvi.) 

experiments with Nitella conflict with the hypothesis, in that, for instance, 
the rate of entrance of K is independent of the external pH between 6 and 
8.^^® (The higher rate of penetration of K. compared to Na in Osterhout’s 
model studies upon organic solvents, like guaiacol, is correlated with the 
greater dissolving power of guaiacol toward KOH than toward NaOII.) 

A. n. Jacques and W. J. V. Osterhout, J (leii. Physiol., 17: 727, 1934. 

A. G. Jacques and W. J- V. Osterhout, J. Gen. Physiol., IB: 967, 11)35; A. li. Jacques, 
Proc. Nat. Acad. Sr., U. S. A., 22: 191, 1936; see also W. J. V. Osterhout. Bol. Rev., 2: 283, 
1936; W. J. V. Osterhout, Ergebn. d. Physiol., 95: 967, 1933; Cold Spring Harbor Symp., B: 
51, 1940. 
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PERMEABILITY TO DYESTUFFS 


In this chapter, a special group of electrolytes will bp discussed, dis- 
tinguished by their staining power, which has made them an important tool 
not only in histology, but also in experimental physiology, where they serve 
to trace the pathway of dissolved substances across cells and tissues. They 
are suitably classified as basic and as acidic dyestuffs, the first ones bearing 
.color in the cation, the second in the anion. 

1- Basic Dyestuffs, — Many well-known basic dyestuffs, such as the 
typical ‘‘vital stains,” like neutral rerl, toluidine blue, brilliant cresyl blue, 
rhodaminc, methyl violet, resemble the colorless weak bases, which were 
mentioned in the last chapter, by the fact that the rate of their entrance 
into cells depends upon the concentration of the undissociated molecules, 
either present or liberated by adequate amounts of alkali added to the 
solution of their salts, and that the distribution equilibrium shows equality 
of the free base inside and outside, independent of the concentration of their 
free ions. This is evident from the following observations of Irwin. A 
solution of azur B of a certain is divided into two portions, a and &, by 
interposing a “diaphragm” of chloroform, which has come into equilibrium 
with the dye. If acid is added to portion a, the concentration of free base 
is decreased, and dyestuff moves from h across the chloroform “membrane” 
to a; in other words, dyestuff is accumulated in a. This is analogous to the 
distribution of II 2 S in the Val\)nia experiments of Osterhout (p. 26 D). In 
another experiment, the sap of Nitella cells is stained with brilliant cresyl 
blue, then the cells arc transferred into samples of water with the pll vary- 
ing from 5.4 to 8.2, and the rates of decoloration of the sap are determined. 
It appears that the rate of exit increases as the external yH is decreased. 
On the other hand, the basic dye being added outside, the rates of entrance 
increase, when the external pYl is shifted from 6.1 to pH 9.3. Other 
illustrations of this principle of distribution of basic dyestuffs will be men- 
tioned later (Sec. 8, chap. 37, 3) in discussing glandular secretion. One 
consists in the striking transit of these substances across the gastric mucosa, 
and accumulation in the acid gastric juice, up to concentrations many times 
higher than in the blood, into which they have been injected. In these 
experiments, accumulation is a mere passive phenomenon. Further, 


M. Irwin, J. Gen. Physiol., ID: 927. 1927; 10: 75. 192B; 9: 561, 1926. 
M. 13. Viascher, Federation Proc., 1: 246, 1942. 
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Chambers and Kcmpton^^® have compared the passage of two dyestuffs 
through the tubular epithelium of the frog kidney. One, the basic dyestuff 
neutral red, in line with other dyestuff bases, responded passively to changes 
of pH brought about inside the tubules. The other, phenol red, a sulfon- 
phthalein, was actively transferred by the special internal mechanism of 
the tubular cells (Sec. 8, chap. 35d), which is unaffected by change of pH. 

Permeation by colorless weak bases was found in the experiments of 
Poijarvi (p. 2B1) to be correlated with their solubility in ether as a lipoid- 
like solvent. As for dyestuff bases, Nirenstein,^^“ in an extensive study, has 
compared their staining power for Paramecium with their relative solubility 
in lipoid solvents. He observed, on one hand, that the vital staining paral- 
lels distinctly the distribution between water and oil, but, on the other 
hand, that this correlation is intensified by adding some oleic acid to the 
oil, thus showing that the solvent affinity is to some extent a chemical 
affinity, relying upon the presence of basic radicals in the dye molecule 
(see pp. 234ff); see also the model experiments of Beutner, (Sec. 5, 
chap. 20). 

Another factor has to be considered, acting either at the surface of the 
cell, or after the dye has passed the surface lipoids and has entered the 
interior. Basic dyestuffs are known to react with cell rolloiiis, and espe- 
cially with the colloid-ampholytes. These are mainly polyvalent ampholyte 
proteins, which are assumed to contain in their large strin!ture a number 
of cationic and anionic centers (Sec. 5, pp. 296ff). Tlie anionic centers are 
the site of an electrostatic adsorption of basic dyestuffs, which generally 
exceeds the adsorption of acidic dyestuffs at the cationic centers, because 
in cell colloids the anionic character ordinarily surpasses the cationic, as 
indicated by the generally greater effectiveness of cations. The electro- 
static adsorption of dyestuffs (including the acidic ones) is rather stable, 
due to the colloidal or semicolloidal behavior of the dyestuffs themselves, 
which prevents dissociation and diffusion. 

2. Acidic Dyestuffs. — These arc the neutral salts of organic carboxylic 
and mostly sulfonic acids. In contrast to the aforementioned basic flyes, 
most of them are strong electrolytes, especially the sulfonic acid dyestuffs. 
In this respect, their penetrating power cannot be expected to be much 
influenced by additional acidification or alkalinization, as was that of the 
basic dyes. In general, the acidic dyestuffs are lipoid insoluble,^^^ except 
a few (methyl orange, tropeolin DO and 000, brilliant orange G, Echtrot A). 
Only a slight increase of lipoid solubility can be attained, even, when the 
affinity of these acidic compounds for neutral oil is strengthened by the 
addition of diamylamin, as that of the basic dyes by the addition of oleic 
acid in the experiments of Nirenstein [loc. cit.). This suggests that the large 

R. Chambers and R. T. Eemptun, J. C ell. & C nmp. Physiol., 10 : 19.1, 1937; R. T. Kernp- 
ton, ihid.y 14: 73, 193.9; see also introduction. Sec. 8. 

E. Nirenstein, Pflilger’s Arch. f. d. ges. Physiol., 179: 233, 1920. 

121 E. Overton, Jahrb. f. wiss. Rot., 43: I5C9, 1990. 
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body of nonpolar radicals attached to the chromophoric part of a dye 
anion provides enough organ ophilir (lipophilic) strength to overbalance the 
great hydroaffinity of the sulfonate group [see Sec. 5, chap. 2D) . In any case, 
according to Nirenstein, at least a slight capacity to enter Paramecium can 
be observed with those acidic dyes whose entrance into an oily phase can be 
brought aboift by diamylamin (see p. 235). 

However, in extending these physiological studies of the properties of 
the sulfonic acid dyestuffs to many different objects, one encounters the 
embarrassing fact that, while many cells fail to show any color after a long 
exposure to strong solutions of readily diffusing nontnxic lipoid insoluble 
sulfonic acid dyestuffs, other kinds of cells accumulate them quickly and 
copiously. This uptake is to be referred to an active transport brought 
about by the living cells, since it can be inhibited or diminished in a reversi- 
ble manner by narcotics, by anoxia, by low temperature, and by other 
means. It is encountered particularly with animals in gland cells (“ adenoid 
activity” of Overton), in cells with phagocytic, or with strong meta- 
bolic, functions. This will be discussed in detail in Sec. 8. Here, it may 
be mentioned briefly that liver and certain kidney cells, when exposed to 
the dyestuffs in question, display a homogeneous coloration of their proto- 
plasm distinctly more intense than that of the surrounding solution. Often 
the color is raised to an especially great concentration in vacuoles inside the 
cell, or in the secretion expelled by the cells (chap. 35, 2 and 38, 2). Duly when 
the dye oflFered to the liver or kidney tissue is highly colloidal [suspeiisoid) in 
its solution do the cells fail to incorporate it.^^^ On the other hand, after 
injection of colloidal dyes (trypan blue and many others) into an animal, 
numerous phagocytic cells (fibrocytes, histiocytes) throughout the body 
appear loaded with the particles. To this class of cells also belong the 
reticuloendothelial cells of the liver (stellate cells of Kupffer). In plants, 
the majority of cells remain colorless in solutions of the readily diffusing 
lipoid insoluble sulfonic aciil dyes, but special cells are encountered near the 
vascular bundles which take up the dyestuffs, except in the presence of ether 
in narcotizing concentration or during anoxia. 

1** See R. Httber and A. Titajew, PflUger’s Arch. f. d. ges. Physiol., 223; 180, 1939; here 
also older literature. 

E. Goldman, fieitr. z. klin. Chir., 64: 192, 1909; 78; 1, 1912; W. Schuleinaun, Biochem. 
Ztschr., 80: 1, 1917. 

Collander, Jahrb. f. wiss. Bot., 50: 354 1921; R. Callander and A. Ilolmstr'om, Acta 
Sac. pro Fauna et Flora Fenn., 60: 129, 1937. 
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Each plasmolysis or deplasmolysis in plant cells, each shrinking or 
swelling, decrease or increase of volume in animal cells achieved by placing 
the object in an anisotonic solution, indicates permeability to water. In 
general, this is manifested by entrance or exit of the water toward an 
equilibrium state, which, as previously shown, can be attained at a speed 
that depends upon the penetrating power of the dissolved substances, their 
oil: water distribution coefficients or their Jl/F. True rates of permeation 
of water, however, can be determined experimentally and directly only by 
establishing the osmotic gradient across the cell surface with dissolved sub- 
stances which are unable to penetrate; for, the simultaneous penetration of 
solvent and solute necessai ily influence each other, since the rate of entrance 
of water at any given instant depends upon the amount of dissolved sub- 
stance that has already entered the lell, and vice versa. Taking this into 
consideration, the following procedures have been employed, dealing with 
the change of volume of various single cells. 

1. Sea-urchin Eggs. — Due to their spherical form, the volume of 
sea-urchin eggs can 1 e determined by measuring their diameter, either inili- 
vidually under the microscope or, more accurately, by a diffraction method, 
which gives a statistical average of the diameters of many thousand single 
cells, simultaneously observed. The rate of volume change can be 


dV 

expressed in a differential equation,-^ = kA[Ci — Co) 


formally compara- 


ble to that describing Eick’s law of diffusion (chap. where Fis expressed 
in cubic micra /z®, the surface area A in square micra /z^, the concentration 
difference between inside and outside (C, — Ca) in atmospheres of osmotic 
pressure, and where k is the permeation constant. Then k is computed 
from a convenient integrated form of this differential equation. In 


R. S. Lillie, Am. J. Physiol., 4D; 249, 191^; J. II. Northrop, J. Hien. Physiol., 11: 43, 
1927; M. McCutcheon and P. Lurke, ibid., 9: B97, 1926. 

B. Luck&, M. G. Larrabep, and II. K. Hartline, J. Gen. Physiol., 19: 1, 1935; B. Lui-k6, 
H. K. Hartline, and R. A. Ricca, J. Gen. Physiol., 14: 237, 1939. 
ds 

127 — = Pq[C — c) where ds is the amount of substance, which passes during the period 

at 

of time dt across the area q. See, further, R. Collander and H. Biirlund, Acta. Bot. Fenn., 11, 
1933. 

^28 B, Luck&, H. K. Hartline, and M. McGulcheon, J. Gen. Physiol., 14: 41)5, 1931; B 

267 
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experiments upon unfertilized Arhacia eggs, for instance, swelling, observed 
in 20, 40, and 60 per cent sea water over a pcriotl of 15 minutes, indicated 
that the permeation constant k at 20° C. was 0.1 of water per of 
surface per minute for each atmosphere of difference in osmotic pressure; 
with a longer duration of the experiment or with a greater dilution of the sea 
water, slight deviations of the constant appear, which probably are 
accounted for by incipient disintegration of the surface. With other species 
of echinoderms, nearly the same values were obtained [k = 0.1 to 0.4). It 
does not make much difference whether the determinations of rate are made 
by swelling in hypotonic, or by shrinking in hypertonic, sea water. 

2. Erythrocytes. — A certain small amount of blood or of a dense sus- 
pension of blood corpuscles is rapidly mixed with a certain large volume of 
distilled water or of several hypotonic solutions of an indifferent substance 
(sucrose, dextrose), and the increase of transparency of suspension is 
observed until the osmotic hemolysis has reached a certain arbitrary degree 
(e.g., 75 per cent).^^® Again, the increase of volume with time is expressed 


dV 

by the differential equation: = kA{Ci — Co), which — provided one neg- 


lects, for simplicity, the escape of salts, the osmotic resistance as influenced 
by the external solution (chap. 16, 3), and other factors, — can be integrated 
to 



where Ci is the initial concentration inside the cells and (\ the concen- 
tration at which the arbitrary degree of hemolysis is observed. For certain 
reasons, only observation times up to about 1.8 seconds arc regarded as giv- 
ing correct figures. Following this procedure, k has been calculated for ox 
cells to be about 2.5, for human 3.[). 

3. Plant Cells. — In corresponding studies on plant cells, the volume 
changes can be measured by plasmolyzing cells, which have a sufficiently 
regular (cylindrical) shape (see p. 23 0).^^'^ The rates of water penetration 
have been shown to vary from species to species and from site to site of the 
plant body over a wide range (more than 5D:1). This may be referred to 
differences in viscosity of the protoplasm, adhesion of the protoplast to the 
cell wall, and other special conditions. 

It has been mentioned before that one can obtain an exact value for the 
rate at which water leaves cells in a hypertonic solution only when the 
solute applied to the surface is one to which the cell is impermeable, but if a 
penetrating solute is applied in the presence of an isotonic solution of a non- 
penetrating one (c.g., 0.5 niol. ethylene glycol to sea-urchin eggs in sea 
water), the rate at which the solute enters, as well as the rate at which 

Luck^, M. G. Larrabee, and H. K. Ilartline, J. Gen. Physiol., 19: 1, 1935; see also; B. 
Luck6 and M. MnC^utcheon, Physiol. Rev., 12: 68, 1932. 

M. H. Jacobs, The Harvey Lectures, 22: 14B, 1927; Biol. Bull., 62: 178, 1932. 

B. Huber and K. Hbfler, Jahrb. f. wiss. Bot., 73 : 309 and 351, 1930. 
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water leaves, can both be calculated from certain measurements. Initial 
Nliriiihiiirr* appears, which is followed by return to the original volume as 
the penetrating solute becomes equally distributed between cell and sur- 
rounding. This is to plasmulysis and deplasmolysis mentioned 

earlier in connection with the behavior of plant cells immersed in a hypertonic 
solution of a penetrating non electrolyte (p. 229). In this process the two 
permeation rates, considered independently of each other, would be described 

ds dV 

by the two equations, = knoixxu,A[Co — C.) and ( Co — CJ. 

Jacobs^^^ has shown that three determinations, (1) the initial volume of the 
cells, (2) the minimum volume, and (3) the time required to attain this 
volume, are sufficient to yield the separate values of and k^^ur from a 

chart constructed by solving the differential equations numerically and 
computing a series of conversion factors. In a similar manner, Jacobs'^^ 
has employ etl numerical methods to describe the simultaneous penetration 
of solute and solvent into erythrocytes, and to prepare tables from which 
both permeation constants can be obtained. 

The results of such determinations on animal cells have been listed in 
the following Table XIX. 

Table XIX. — Simultaneous Measurement of Permeability to Water and to a Dissolved 

Substance (Jacobs) 

1. From experiments of Lucke, Hartline and Rirca on Arhacia 

0 . 2-0 . minut e/atm . 

^■TboIuIb 

Ethylene glycole 3.2X 10“i^'mols.//x*/ujinut e/mol. per liter 

Glycerol 0.3 X 1 0”^^ mDls.//iV™ijnite/mol. per liter 

2. From experiments of M. H, Jacobs on ox erythrocytes: 

kyy^uir 2,5fi^/fi^/niinuts/atin, 

^^luta 

Urea 1D8.00 X 10“^^ mols./p^/minute/mol. per liter 

Ethylene glycole 9S X 10“^^ mols./p^/minute/mDl. per liter 

Glycerole 011 X 10“^^ raols.//xVminutB/mDl. per liter 

Data mentioned earlier in this section make it clear that the rate of water 
permeation can differ from one object to another and can vary, depending 
upon outside conditions. This is especially evident in studies of plant cells 
where considerable differences up to more than 50:1 have been met. Little 
is known concerning the nature of these differences. Probably the pene- 
tration of water is mainly affected by mechanical properties of either the 
surface membranes (including in plant cells the vacuolar membrane) or the 
protoplasm. It must be kept in mind that there are reasons to believe that 
to a certain extent the plasma membrane is a sieve-like structure (p. 233), 
so that the pathway of water is like the interstices of a filter. This is more 
or less true also with the protoplasmic cell body (Sec. 5). The building 

M. H. Jacobs, J. Cell. & Comp. Physiol., 2: 427, 1933; D. Stewart and M. H. Jacobs, 
ibid., 7 : 333, 193 B; B. Luck6, H. K. llartline and K. A. Ricca, ibid., 14: 237, 1939. 

M. H. Jacobs, J. Cell. & Comp. Physiol., 4; IBl, 1934. 
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material of this sieve structure is partly constituted of various hydrophilic 
colloids (see Sec. 2 and 3), so that water traverses not only interstices like 
pores, but also intermicellar spaces between the colloidal iurLMT^jil i‘-'. which 
build up the substance of the cells. The j)en pirating aqueous solutions 
interact with the hydrophilic colloids to bring about a looser or a more 
condensed architecture, which affects the micro- and submicroporosity so 
that permeability increases or decreases. In any case, it seems a clarifying 
viewpoint to consider that the permeation of water driven by osmotic pres- 
sure across a protoplasmic membrane, is like a filtration, and to refer 
variations of the permeation rate, as brought about by solutes such as 
inorganic ions, to their well-known interaction with hydrophilic colloids 
(see Sec. 5, chap. 16). Such influences have been observed by Luck e and 
McCutchcon.^®^ Sea-urchin eggs were placed in a solution of 0.38 mol. 
dextrose, which is approximately isotonic with 4D per cent sea water. The 
permeation rate was found to be about 0.1. To this sugar solution were 
added electrolytes in such a small concentration (10“^ to 1D“® mol.) that 
their osmotic effect as such was practically zero. It appeared that various 
ions had a significant effect upon the migration of water, for instance, 
monovalent cations (Na, K) increased the permeation, divalent ones (Ca, 
Mg) decreased it, and in appropriate mixtures they antagonized each other 
in the typical way [see chap 15, 2a). In this connection, it should be 
mentioned that narcotics inhibit the osmotic permeation of water, and it is 
assumed that the hindrance is due to their adsorption at the micellar sur- 
faces [sec Sec. 5, chap. 23, 2), so that the pathways become narrowed or 
blocked. 

In concluding this chapter, attention should be called to some striking 
physiological phenomena characterized by the fact that water traverses 
cell membranes in the absence of a hydrostatic or osmotic drive, or even 
against such a force. Most of the work on this subject has attempted to 
explain how the isolated frog skin, as long as it survives, develops a force 
driving a normal Ringer’s solution from outside to inside, even against a 
hydrostatic pressure. This has been found to depend on the supply of 
energy by certain metabolic reactions, and to be bound up with electric 
differences of potential maintained by the skin. The situation resembles 
“anomalous osmosis,” in which water by virtue of an clectrokinetic charge 
is transported by a membrane potential resulting from the selective ion 
permeability of the membrane. For other similar effects and for the theory 
of anomalous osmosis see Sec. 8. 

133 M. McOutchpon and B.LuL-ke, J. Gen. Physiol., 12 : 129, 1028; also 12 ; 571, 1929, See, 
further, M. H. Jacobs and A. K. Parpart, Biol. Bull., 63: 224, 1932. 
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CHEMISTRY AND PHYSICS OF THE 
PLASMA MEMBRANE 


1. The Identificalion of a Plasma Membrane. — It has born con- 
cluded from experimental study of cell permeability that the surfac^e of 
protoplasts is formed by a special organ, the plasma membrane. Often, 
this membrane is covered by one or more protecting or supporling extrane- 
ous coats, which seem to be readily permeable to crystalloid solutes, except 
those with very large molecules. These “hyaline layers” and “jelly-like 
coatings” can be removed meclianically, leaving the essential protoplasmic 
surface layer entirely viable and, hence, the natural cell permeability 
intact. Although the plasma membrane itself is not clearly di'«l iiiLnii^li 
able under the microscope, its existence, for various reasons, cannot be 
denied. One of the most convincing evidences of its reality is provided by 
the following experiment of Chambers. Starfish eggs, stained with the 
intracellular indicator, neutral red, are placed in isotonic NH4CI solution. 
The color of the eggs shows a change to a more alkaline reaction, due to 
the penetration of NII3, which results from the slight hydrolysis of the salt.^^® 
If, instead, some of the same NH4CI solution is injected with a micropipette 
into the interior of one of the eggs, immediately the indicator assumes a 
distinctly acid color, and, due to the escape of NH3 into the 
of the cell, this color spreads in all directions throughout the protoplasm, 
but not farther than the boundary of the egg has been reached. In a corre- 
sponding experiment with an alkaline solution of NaHCOa, which contains a 
considerable amount of CO2, neutral red indicates an acid reaction inside 
the eggs, resulting from the free entrance of CO2. Hut, following the injec- 
tion of the solution into one of the eggs, the acid reaction turns to an 
alkaline one, with the color again spreading as far as to the barrier at the cell 
surface. 

Furthermore, the existence of a film-like surface is shown by quantitative 
studies of swelling and shrinking of the cell hody when exposed to hetero- 
tonic solutions of various concentrations of a noiqteiii'traliiig substance, 
(e.g., glucose or diluted or concentrated sea water). Provided the cell 

See R. Chambers, Amer. Nat., 72 : 141, IflSS; Cold Spring Harbor Symp., B: 144, 1040; 
M. J. Kopac, ibid., 8 : 154, 1040; Colloid (Chemistry (ed. by J. Alexander) : Reinhold, New York, 
vol. 5, p. 8G4, 1044. 

^3®R. Chambers, J. Gen. Physiol., 5: 180, 1022. 

See pp. 24 B and 252; see also M. H. Jacobs, J. Gen. Physiol., 5 : 1BI, 1022. 
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behaves as a perfect osniDmeter, the volume changes should follow the 
Boyle-Van’t Hoff law, PV = const., while, if it resembles a membrane-1 css 
gel, as sometimes has been asserted, the volume changes produced by the 
various concentrations would not even remotely follow the law. Many 
experiments have shown that actually the law is obeyed satisfactorily, if 
one takes into account the fact that each protoplast must contain a “dead 
space” 6, filled with osmotically inert substances, such as lipoids and 
proteins which are more or less dispersed in the cell body, possibly forming 
a kind of stroma, whereas the remainder, V — holds the “osmotically 
transferable” free water; in other words: P(F — 6) = const. 

The well-known Donnan-equilibrium likewise indicates the presence 
of a membrane. When a membrane is freely permeable to the ions of an 
electrolyte solution which bathes both sides of it, but is impermeable to a 
colloidal ion on one side (for instance, intracellular), an unequal distribution 
of the diffusible ions takes place, expressed by the equation: x’^ = y[y z), 
where x and y are the diffusible, z is the indiffusible ion (see Sec. 1, chap. 5). 
This distribution has been observed frequently, e.g., with red blood cor- 
puscles (see also Sec. 8, introduction). 

Even more demonstrative of a special surface barrier is the fact, shown 
by the data given in this section, that among crystalloid solutes which have 
been applied to cells, only special groups are permitted to penetrate. It is 
just this property of selectivity that poses the problems of the chemical 
nature and of the physical structure of the cell surface. It has been found 
that the two classes of nonelectrolytes which are able to enter cells are, first, 
those which are soluble in fat-like solvents, and second, those which have a 
small molecular size. The problem is to find out whether the chemical and 
physicochemical behaviors of isolated plasma membranes lend support to 
the postulates of fat-like and sieve-like constitution. 

2. The Chemical Composition of Plasma Membranes. — Unfortu- 
nately, direct information about this composition is exceedingly poor. 
Practically the only membrane material available in quantities sufficient 
for chemical analysis consists in the “stromata” or “ghosts” of the red cells, 
and possibly these arc only partly pieces of the plasma membrane and partly 
remnants of a “skeleton” or meshwork extending through the coll interior. 
\n‘tinliiig to Parpart and Dziemian,^®® the chief building stones of this 
structure are lipoids and proteins (in the average ratio 1:1.7). Predominant 
among the lipoids are the phospholipoids, which are hydrophilic colloids; 
the fairly hydrophobic cholesterol makes up the remainder. The latter and 
some of the proteins and lipoproteins which are not more than moderately 
soluble, seem to confer, at least, some of their characteristic consistency 
upon the stromata, evinced, for instance, under the influence of fairly strong 
swelling agents, by the formation of threads, globules, and other products 

See the review articles of B. Luck6 and M. McCutcheon, Physiol. Rev., 12: 88, 19.S2; 
B. Lucke, fold Spring Harbor Symp., B: 123, 1940. 

A. K. Parpart and A. J. Dziemian, Cold Spring Harbor Symp., 8: 17, 1040. 
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of a gradual disintegration (“stromatolysis ”) resonildiiig the “myelin 
ff)riris’’ of nerves. These results obviously provide an adequate founda- 
tion for the theory of pcrmeaVjility. They supplement numerous earlier 
statements about the dissolving power of cell lipoids, and they allow one 
to picture protein aggregates as porous slruetures (chap. 16, 2, and 17) by 
applying modern concepts of hydration and dehydration of colloids in mem- 
branes and fibers. However, no analytical results have so far been brought 
to bear (a) upon the great variety in relative importance of the solvent-factor 
versus the pore-factor in permeability (see p. 235), which possibly could be 
interpreted as due to differences in the relative extent of the lipoid and 
protein areas in the membrane mosaic, or (b) upon the possibility that the 
chemical composition of the phospholipoids may vary from plant to plant 
and from animal to animal with regard to the degree of acidic or basic char- 
acter (p. 234, ff), or of the ratio unsaturated: saturated fatty aciils (Sec. 5, 
pp. 351 and 35.9), and other factors. It further shf)uld be recalled that the 
present data of quantitative analysis presented refer to red cell stromata 
only. 

3. Physics of the Plasma Membrane, — These latter remarks call 
attention to the problems of the architectonics of the plasma membrane. 
Their study has been stimulated and rendered more accessible by the back- 
ground investigations of Langmuir, Harkins, Adam, and others into the 
formation and properties of surface films. In view of the dimensions anti 
the chemistry of the plasma membrane it is important that these recent 
studies have made it possible to compare natural films with artificial mono- 
and multilayers of fatly acitls, sterols, and proteins, also with “mixed 
films,” the components of which can appear in separate strata or can inter- 
penetrate each other and mutually influence molecular orientation, and 
with other Lypes of membrane as shown and discussed before (Sec. 2, 
pp. 2D3, ff). Some of the results of comioaring artificial and natural archi- 
tectures will be referred to in the following Sec. 5, particularly regarding 
mixtures of lipoids with proteins and the influence of hydration and dehy- 
dration upon their mierostructure (Sec. 5, pp, 2.95 ff). Much effort has been 
spent in trying to construct models, which portray the natural surfaces 
with regard to certain features; in this effort, chiefly the following properties 
have been studied: a. the interfacial tension of protoplasts; b. the thickness 
of the plasma membrane; c. its electrical conductivity. 

a). The interfacial tenswn of protoplasts . — This can be measured in 
invertebrate eggs which behave like fluid spherical drops when distorted 
by external forces. Harvey applied centrifugal force, by which eggs of 

R. F. Furt-hgott, Fold Spring Harbor Syinp., B: 224, 194D. 

Overlon, Jahrb. f. wiss. But., 34: 669, 191)9; H. H. Meyer, Areh. Exper. Path., 42: 
109, 18.99; W. Ruhland, Jahrb. f. wiss. But., 4B: 1. 19DB; E. Nirenstein, Pfliiger’s Arch. f. d. 
ges. Physiol,, 179: 233, 1,921); H. Burlund, Acta Bot. Fenn., 6 , 1929; R. Collander and H. 
Barlund, 11, 1933; K. II. Meyer and H. llemmi, Biochem. Ztsehr., 277: 39, 1035, and 

others. 

E. N. Harvey, Bird. Bull., BD: B7, 273, 1.931. 
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Chwtopterus or of Arhacia, due to the different specific gravity of the oil 
globules and the yolk granules included in their protoplasma, are elongated 
more anJ more, until at a certain force the cylindrical cells break in two. 
This can be watched or photographed with a inicroscope-ecntrifuge. From 
the force applied and the diameter of the breaking cylinder the interfacial 
tension (cell surface: sea water) can be calculated. Cole,^"^^ for the same 
purpose, pressed a beam upon the top of the sea-urchin egg and measured 
the two radii of the flattened cell at various degrees of deformation. 

By these methods the intcrfacial tension of the eggs is found to be as low 
as 0.1 to 0.2 dyne/cm. This low value is unexpected, if one anticipates that 
the cell surface is formed by a fat-like substance, since fats are known to 
show a considerably higher tension. As a matter of fact, Harvey and 

Shapiro found the tension of fish oils 
(from mackerel and other teleosts), 
at a pH corresponding to that of cells 
(pH 6.8), to be about 9 dynes/cm. 
To clarify this situation, they deter- 
mined the tension of Iac oil droplets, 
which are often included in the eggs 
of fishes. Centrifuging flattens the 
droplets by pressing them against the 
tough outer membrane of the egg; 
then, from measurements of the defor- 
mation, the interfacial tension (oil ; egg 
fluid) can be calculated. It was 
found to be much lower than the ten- 
sion (oil: water), about 0.6 dyne/ cm. 
lIsjy^RIQI^ From this, Danielli and Harvey^ 

Fig. 27. — Schema, of molecular rondition.s have drawn the Conclusion that, 
at the cell surfjue. among the contents of the egg plasma, 

there is some substance which has a 
great surface activity toward the oil, and they offer reasons for assuming 
that this substance is an egg globulin which forms a film and covers the 
surface of the oil (see Sec. 2, pp. 298 ff). 

These observations have been generalized to propose the following 
picture (Fig. 27) of the plasma membrane as a mixed film with a stratified 
architecture.^^® 

The picture shows two monomolecular arrays of fatty molecules, each 
of them stabilized, on one hand, by anchorage of their polar groups in the 
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aqueous phases, and, on the other hand, by lateral adhesion forces between 
the hydrocarbon chains. Each stratum is covered by an adsorption layer 
of hydrated protein molecules, which thus provide toward the exterior, as 
well as toward the interior, the characteristic low interfacial tLMision. 
The space between the two lipoid layers may be thought of as filled with 
iin oriented lipoid molecules, so as to allow for the variety of the thickness 
observed among such films, and discussed in the next section. 

Some objections may be raised against such a picture representing the 
aforementioned studies. First, Miidd and Mudd^^“ have investigated the 
wetting properties of cells by observing whether at a saline: oil interface, 
originating between a microscopic slide and a coverslip, the cells arc hydro- 
phobic enough to enter the oil phase preferentially, or hydrophilic enr)iigh 
to enter the aqueous phase. Erythrocytes were shown to be more 
hydrophobic, leucocytes hydrophilic, and for this reason the former 
were assumed to bear an external li])oid, the latter a protein, coat. With 
regarrl to the erythrocytes, this behavior is in agreement with their electro- 
phoretic properties as the j"-i)ntential is not affected by adding protein to 
the rinsed cells, nor by changing the pH (see Sec. 5, chap. 18). It is 
doubtful whether this objection is ctniclusive, as, iircurili:':'. to the discussion 
of Batemaii,^*^^ the orientation of molecules in mixed films containing differ- 
ent lipoid components (oils, sterols) and protein is exceedingly intricate, 
due to adsorption anil rlisplacemeiit, to mutual dissolution and to sterie 
factors. 

Second, the })icture in question is probably much too simple. With regard 
to erythrocytes, this follows not only from chemical analysis of the stromata 
(p. 272; further, Sec. 5, p. 2D4), but also from optical analysis with the 
})olarization microscope. The latter reveals a many-layered structure of 
protein lamellae with long axes oriented tangentially, i.e., with flat surfaces 
parallel to the surface, and interposed lipoid micelles, whose optical axes 
are arranged radially (see Sec. 5, pp. 206 ff). Nevertheless, the natural 
architecture of the stromata might be crudely represented by the pro- 
posed scheme, at least with respect to stratification. 

Third, the picture seems to ignore the rather well established concept of 
a mosaic of lipoid and protein areas, as a background for the solvent-sieve 
theory of permeability (see p. 234). From the viewpoint of surface films, 
Danielli^'^^ has objected to this theory that surface tension forces, acting at 
the border of the different areas (lipoid and jwotein) of a mosaic membrane, 
would tend to disrupt the film, since the lateral adhesion of the hydrocarbon 
chains, which stabilizes the lipoid area, would not extend to the protein 

S. Mudd and E. B. II. Mudd, J. Exper. Med., 43: 127, 192B; J. Gen. Physitd., 14: 
733, 1931. 

In Sec. 2, chap. 9. 

F. 0. Scliinitt, R. S. Bear, and E. Pnndcr, J. (’’ell. & t^jinp. Physiol., 9: 89, 193G, and 
11 : 309, 1938. 

J. ¥. Danielli, J. Cell. & Comp. Physiol., 7 : 393, 1936. 
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area. On the other hand, it ha.s been asserted that a lipoid molecular sur- 
face layer alone can suffice to aerount for permeation of a solute through 
pores as well as by being dissolved. In this regard, Michaelis^®“ was the 
first to point out that, even in a membrane consisting of a layer of liquid, 
which functions distinctly as a solvent medium, the penetrating molecules 
must pass through interstices between the molecules of a solvent just as 
they do in diffusing across a molecular sieve like a dried collodion mem- 
brane, although there is a marked difference, since the interm olecular spaces 
in a liquid membrane can be easily deformed and enlarged when penetrating 
substances squeeze themselves between, whereas the in term olecular spaces 
in the collodion membrane are preformed in the rigid structure of a solid 
phase. However, the contrast between the classic porous membrane of 
dried collodion and the solvent oil membrane has been overbriJged for a 
long time by Northrop, Michaelis,^^- and Collander,^’’^ and recently 
especially by Sollner.^^* They showed that rigidity is not an essential 
character of the collodion membrane; on the contrary, it may swell by the 
uptake of water and change its porosity, and it can display selective per- 
meability toward organic compounds not unlike that of an ordinary solvent 
membrane. In other words, permeability depends upon the molecular 
volume of penetrating compounds as much as upon their affinity toward the 
membrane as a solvent (see- this chapter, pp. 234, 235). Returning at last 
to the picture of a plasma membrane (Fig. 27), f)ne should inquire after 
the possible significance of the superficial layer of protein. According to 
Harvey, Uanielli, and Davson [lov. fi/.), it may be assumed that adsorbed 
protein provides the characteristically low interfacial tension of about D.B 
dyne/cm. found for marine eggs, and so protects the membrane against 
rupture by surface forces. Without it, rupture could be brought about as 
easily as in those artificial films, the polar groups of which are in immediate 
contact with the aqueous phase. 

&). The thickness of the j)lasma membrane . — Much effort has been spent 
to solve this important problem, by exploring it with chemical, optical, and 
electrical means. But, so far, the yield has been rather poor. 

Chemical Methods. — For chemical analysis cytolyzed erythrocytes are 
unique material in being available in sufficiently great amounts, althougli 
one has to take into consideration (see p. 272) that the ghosts are possibly 
an aggregiilc not only of plasma membranes, but also of a meshwork from 
inside the cells. The study of the ghosts has appeared especially enticing 
to those in favor of the rather common assumption that lipoids are the back- 
bone of the cell surface structure, after it has been stated that the entire 
amount of lipoid contained in the erythrocytes is bound up with the ghosts. 


L. Michaelis, Bull. Nat. Research Council, No. 69, 1929. 

J. H. Northrop, J. Gen. Physiol., 11: 233, 1927, and 12: 435, 1928. 

Michaelis and A. Fujita, Biorhem. Ztschr., 151: 47, 1925; also Sec. 5, p. 335. 

R. Collander, Soc. Sci. Fenn. Communicationes bioL, II: B, 1926. 

K. Sollner and P. W. Beck, J. flen. Physiol., 27 : 451, 1944; see also Sec. 8. 
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The following procedure has been chosen to measure the thickness of a 
supposedly real continuous lipoid layer spread over the surface of the cells. 
The lipoids of a certain amount of rinsed erythrocytes, the number and the 
size of which are known, are extracted and dissolved in a small amount of 
petroleum ether, and are sjiread on water. A monomolecular coherent film 
is formed, and its area measured (see Sec. 2, chap. 9). This area is found 
to be twice as large as the total surface area of the erythrocytes used in the 
experiment. This proves that, if all the lipoids are spread on the surface 
of the erythrocytes, the film must be bimolecular. Taking into account the 
average percentage of each of the different lipoids mixed in the surface 
membrane, and the length of their molecules, the thickness of the membrane 
can be roughly estimated to approximate 40 A. 

Obviously, one can make several objections to this interpretation or to 
the generalization from these experimental data. First, in the structural 
scheme derived from measurements of the surface tension of cells [Fig. 27), 
there likewise appears a bimolecular lipoid layer, but, in addition, as com- 
ponents of the plasma membrane, two monolayers of protein, to the thick- 
ness of which, according to numerous observations with protein films [see 
Sec. 2, chap. 9), most variable values could be ascribed. Second, proteins 
and lipoproteins are regular components of the ghosts [p. 272). Third, it 
remains an open question whether or not the lipoid molecules are arranged 
as a discontinuous bimolecular layer with protein molecules interspersed in a 
mosaic pattern, accounting for the permeability properties of the plasma 
membrane. 

Optical Methods. — These likewise have failed so far to give unequivocal 
results. From their measurements with ])olariz(‘il light [p. 275) Schmitt, 
Bear, and Ponder^^^ came to the conclusion that the envelopes of the red 
cells arc many molecular layers in thickness. A more direct approach to an 
exact measure has been made by Waugh and Schmitt, with their analytical 
leptoscope. Light is reflected from a step film of barium stearate, i.e., from 
a film which is built up on a glass or metal plate by superimposing one 
monolayer above the other,^^^ and this light is compared with the light 
reflected from ghosts, which have been dried on another plate. One has to 
observe, which step of the calibrated step film matches the ghosts in inten- 
sity of reflected light. In this manner a thickness of more than 2 DO A was 
measured with the dried ghosts of rabbit erythrocytes, when hemolysis had 
been produced at 'pll B of the hemolyzing buffer solution, the thickness 
diminishing on either side of pW 6. After extraction of the ghosts with a 
lipoid solvent, the maximal thickness dropped from 20D to about 120 A. 
This possibly indicates that proteins share in the thickness. 

E. Gorter and F. Grendel, J. Exper. Med., 41 : 439, 1926; F. Grendel, Biochem. ZLsr hr., 
214 : 231, 1929. See, further, A. J. Dziemian, J. Comp, k Fell. Fhysiol., 14: 103, 1939. 

D. F. Waugh and F. 0. Srhiuitt, [h)ld Spring Harbor Symp., B: 233, 1940. 

157 g Blodgett, J. Phys. Chem., 41: 975, 1937; K. B. Blodgett and I. Langmuir, Phys. 
Rev., 61: 964, 1937. See also See. 2, chap. 9, 7. 
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Electrical Methods. — Assuming that the erythrocytes are surrounded 
by a thin layer of noiieonilueting material, Frieke^^* has measured the 
imperlaiice of suspensions of erythiocytes and has interpreted the results 
as due to the presence of a certain static capacity of the condenser-like 
membrane. From this value anil, further, assuming that the nonconducting 
material is fat-like, and therefore may have a dielectric constant as low as 
3, the thickness of the membrane was calculated to equal 33 A. We will 
come back to this kind of measurements in the next subsection (p. 28D). 

IL is obvious that the information concerning the thickness of the plasma 
membrane is far from being final, because even with the same object, accord- 
ing to the measure applied, the numerical values are scattered over a wide 
range (from t33 to 2013 A), because, for technical reasons, the studies mostly 
were confined to erythrocytes, and because, even in the study of the ery- 
throcytes, essential features have been disregard(‘d. Whenever active 
transfer (p. 249 and Sec. 8) is looked at as a matter of permeability coiuli- 
tioned by the plasma membrane controlling at least the enlrance of sub- 
stances, then the question must be raised, whether the coiice])t of the j)lasma 
membrane must not be widened to comprise more constituents than have 
been pictured in many of the proposed schemes. One wouhl have to take 
into account certain metabolites and enzymes, to explain, for instance, in 
the case of erythrocytes, why the backtransport of K ions, which have some- 
how escaped from the interior (p. 249) api)ears to be coupled with the 
glycolytic breakdown of carbohydrates (p. 251). It is hard to believe that 
such a film as the envelope of the red cells, as currently pictured, is capable 
of this complex action. More likely, essential components have been 
extracted or destroyed in prrpiiriiig the ghosts, . Further, one should recall 
that in plant and animal protoplasts there has been observed a more solid 
cortex of varying thickness, lying directly beneath the plasma inembraiu\^^® 
c). The electrical resiMance of the 'plasma viemhrane . — For about 100 
years, by the investigations of dii Jlois-lieymoii r] and others, it has been 
known that living tissue is a poor conductor for the electric current, and that 
the resistance falls off in death. This process is accompanied by exosmosis 
of electrolytes. In many plant cells, the loss is chiefly due to the escape 
of the ions contained in the cell sap vacuoles; in animal tissues the source 
is the protoplasm, where the ions could be assumed either to be freely 
present, or to be liberated during its disintegration. Conclusive evidence 
of one factor or the other being mainly involved would be provided by 
measuring the “internal conductivity” of the cells. It means, one should 
determine the electric conduction of a solution, which is contained in a 
closed vessel of nonconducting material. As a matter of fact, this can be 

II. Frirke, J. Gen. Physiol., 9: 137, 1925; also H. Frieke and H. J. Hurtis, ibid., 18: 821, 
1934; J. F. McFlendon, J. Hiol. Ldiein., 69 : 733, 1926. F urther, J. F. Danielli, J. Gen. Physiol., 
9‘: 19, 1935. 

See, for instanec, R. riianibers, Pror. Eighth Am. Sc. C ongress, vol. Ill, p. 25, Dept, of 
State, Washington, 1942. 
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done by special procedures, with the result that the ij)terior of normal cells 
is shown to be a good conductor, and that, therefore, the high electrical 
resistance of living cells must be referreJ to their surface. 

However, ordinary electrical methods also can avail for measuring the 
resistance of cells, viz., of plasma membrane + cytoplasm. The electrical 
conductivity of a brei of centrifuged erythrocytes suspended in serum or in 
isotonic salt- or sugar-solution has been determined with low-frcquency 
alternating current [100 to 200 cycles per second), following the method of 
Kohlrausch.*^“ The conductivity was found to decrease with increase 
of the percentage volume of cells. According to Plerk MaxwellJ®^ 
the specific resistance of suspended particles can be calculated from 
the formula: 

ri/r — 1 _ ri/r 2 — 1 

Ti/r + 2 ^ 7-i/r2 + 2 

where r is the specific resistance of the suspension, ri that of the suspending 
liquid, r 2 the sj)ecific resistance of the suspcndeil particles, and p the volume 
concentration of the suspended material. With red blood corj)Usclcs, by 
varying the ratio cells; suspending fluid, r^ was f[)und to be 'practically 
injiniie; in other words, the red cells appeared to be practically perfect 
1 1 one onduct ors . ^ 

The common procedure of measuring resistance with a Wheatstone 
bridge by leading a direct current across a multicellular tissue cannot con- 
tribute mueli informatiem to our problem, as the intercellular sj)aees as path- 
ways for a [)art of the electric flow remain uncertain. But this imperfection 
can be more nr less overcome with single giant cells as objects, as e.g., 
V alonia,^^'^ or Nitella^^^'^ or the axon of the squid.^®^ In experiments with 
the plant cells, the DC has to pass the protoplasm, the plasma membrane, 
the vacuolar membrane and cell sap, and, moreover, a by-path is open 
through the cell wall. The squid axon provides more favorable con iliti oris, 
as the actual resistance of the axoplasm, compared to that of the enveloping 
membrane, is small. When DC is applied, care has to be taken that the 
current is not allowed to flow for more than a few seconds; otherwise, 
polarization of the membranes can be succeeded by alterations of the normal 
resistance (Sec. 5, chap. 22) . Also the current strength must be small enough 
not to release an excitation wave. The DC resistance with the squid 
nerve was found to be about 10 DO ohm/cm. with V alonia about 10,000, and 

See, fnr instanre, St. Bugarszky and F. Tangl, Ontralbl. f. Physird., 11 : 207, 1897; M. 
Oker-Blom, PflUger’s Areh. f. d. ges. Physiol., 79: 510, 1900; L. N. Stewart, t'entralbl. f. 
Physiol., 11: 332, 1897; Am. J. Physinl, 49: 233, 1919. 
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with'Nitdla 100,000 tu 200,000. The latter value is possibly due partially 
to the fact that the outer cell wall of this tap water alga is soaked with tap 
water, while the habitat of V alonia is sea water. From these various values 
it may be concluded that the 'plasma membrane, though not a perfect 
insulator, actually ofers an extremely great re^nstance to ionic penetration, 
e.g., for the squid axon, when we assume the thickness of the nerve mem- 
brane to be 100 A, the resistance would be about as great as that of 
glass. 

The results are rather the same, when, instead of DC, low-frequency AV 
is employed, as is customary, after Kohlrausch proposed this form of current 
for measuring the resistance of electrolyte solutions in order to avoid the 
polarization effects. But th e conclusions from all these experiments regaril- 
ing the resistance of the jilasma membrane seem to be entirely upset when 
one turns over from low-frequeney to high-frequency A 

When an electrical potential difference is established across a membrane, 
which is nearly (if not entirely) imi)ermeable to ions, at the first moment, 
on one side of the membrane, cations will move from the electrode toward 
the membrane, anions in the opposite direction, the result is a positive 
charge. The corresponding events appear on the other side of the mem- 
brane. This accumulation of ions proceeds until the excess charge prevents 
further accumulation, so that a certain potential difference is built up, 
depending upon the charge density and the thickness of the membrane. 
The ionic flow is stopped. This is like charging a condenser, the static 
capacity of which is C = Q/F, Q being the charge and V the potential 
difference. (This static capacity, with a variety of cells — erythrocytes, 
echinoderm eggs, muscle, nerve, plant cells — has been found to be about 1 
microfarad/cm^.) However, when, instead, a high-frequency alternating 
potential difference is applied, ions will have hardly begun to be piled up 
at the membrane, before the direction of the potential is reversed, and they 
will travel in the other direction. Thus they swing as though no membrane 
were present in the electrical circuit. But, in addition to these electrostatic 
effects, which refer to ions unable to pass across the substance of the mem- 
brane, there can be more or less ionic shift through a re.sistance, as, e.g., in a 
cell membrane, which, due to its architecture, allows a certain amount of 
real ion permeability. Such a system works like an AC circuit with a static 
capacity lying parallel to an ohmic resistance. In this system, the maxi- 
mum current and the maximum potential do not coincide, as they do in the 
absence of a condenser, but follow each other in a certain phase difference 
varying with the ratio of condenser effect and resistance effect. In such a 
system the apparent resistance (“impedance”) decreases with increasing 
frequency. 

Turning now to physiological objects, flrst the behavior of a suspension 
of red blood corpuscles has been studied. The ctdls arc rinsed with isotonic 
sugar solution and centrifuged to the highest possible volume concentration. 
Supplied with low-frequency AC current [100 to 200 cycles/sec.), their 
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conductivity may be found to correspond to about 0.02 per cent NaCI. 
The high-frequcucy conrlurtivity is much greater. This has been determined 
by the following procedure,^®® An AC generator provides a receiving cir- 
cuit, by the way of an induction coupling, with the oscillations. This circuit 
contains, besides a self-induction coil, a variable plate conilenser and a secon d 
condenser, which is a glass tr[mgh with the metal plates as electrodes and 
filled with water. The dimensions of the self-induction and the capacity are 
such that the frequency of the oscillations amounts to several millions per 
second. The two circuits, the generator and the receiver, by slight varia- 
tions of the condenser capacity in the receiving circuit, are brought to maxi- 
mal resonance, indicating maximal amplitudes of the oscillations. Then the 
trough is filled with a certain vriliime of the cell suspension and, ilue to the 
presence of ions in the cells, a certain damping effect of the oscillations 
appears. This effect can be matched by filling the trough successively with 
a series of NaCl solutions of different strengths; concentratir)ns between 0.1 
and 0.4 per cent were found to be as equally damping as the cells, comparing 
to the 0.02 per cent NaCl, matching with the cell suspension at the low- 
frequency oscillations. The cf)nclusion that the high-frequency values arc 
representative of the internal conductivity of the cells, is corroborated by the 
observation that hemolysis (saponin), in other words, opening of the envelope 
of the cell contents, does not, or does only moderately, alter the high-fre- 
quency conduction, whilst the low-frequency conduction rises considerably 
(e.g., 1200 ohm— >165 ohm).^®’ Evidently, the high-frequency current pene- 
trates the condenser-like plasma membrane and passes through the consider- 
ably ionized contents of the cytoplasm. In this manner one can follow, that, 
starting with about 100 oscillations per second and progressively rising to 
several millions, the Cf)nduction by the interior of the cells increases more and 
more and finally reaches a maximum, which in this case, and similarly in 
others, is about to % of the conduction of the outer milieu (scrum. Ringer, 
or sea water). This behavior of the cells is pictured iiT' in Fig. 

28 showing the stream lines on their way from sea water through an unferti- 
lized and a fertilized sea-urchin egg at different frequencies, indicated in kilo- 
cycles, according to Cole.^®® It is made clear that at about 1 kc. thje current 
flows entirely around the unfertilized and the fertilized egg, that in the 
neighborhood of 50 kc. there is still very little current flow through the 
plasma membrane, but considerable current is passing through the fertiliza- 
tion membrane, and as the frequency is raised to about IDDO kc. and more, 
the stream lines also penetrate the plasma membrane and spread through 
the cytopla.sm. 


i««R. Hober, Pfliiger’s Arrh. f. d. j?es. Physiol., 148: 189, 191£; 133: 237, 1910; 160: 15, 
1913; M. Philippson, Bull. Arad. roy. de Brig, de rl. sr., 7: 387, 1921; H. Frirke and St. 
Morse, J. Gen. Physiol., 9: 137 and 153, 1925; J. F. McClendon, J. Biol. Chem., 69: 733, 
1926; regarding muscle: E. Bozler and K. S. Cole, J. Cell. & Comp. Physiol., 6: 229, 1935. 
Compare also H. Frirke and H. J. Curtis, J. Gen. Physiol., 18: 821, 1934. 

K. S. Coir, Tr. Faraday Son., 33 : 9B6, 1937. 
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However, by the extensive and intensive studies during ihe last decade, 
with increasingly refined methods, ample evidence has been pr<)vided tliat, 
following tlie passage of aUernating currents across the various hinds of 
cells, a multitucle of modifications of the time and strength relalions of the 
current are effected, which reflect differences nr alterations of the archi- 
tecture of the cell membranes during rest and activity, [luring excitation, 
narcosis, injury, decay, and death. For example, during rest, either the 
factor of ion conduction or the factor of condenser charge anri discharge can 
be predominant, as, e.g., shown by comparing sea-urchin eggs and muscles, 
on one hand, and red cells, on the other, or, during activity, the condenser 
properties of the membrane may display rather no change, while if)Ti perme- 
ability docs to a great extent, as, e.g., after stimulation of a squid axon or of a 

UNFERTiUZED 



PUmUZED 

Fia. 2S. Alternating eurreiil nf various frequencies (in kilocycles) flowing tliri)ugh unfertilized 
and fertilized sea-urchin eggs, (('ole.) 

Niidla cell (p. 31 B). It is beyond the limitations of this cliaptor to oiilline 
the methoils and discuss the results in their details.^'’'* Jlut it is eviileiit 
that new ways are opening to describe essential features of cell life by the 
way of tlic electrical cl lar act eristics of the cells in terms of molecular 
arrangements and rearrangements. 
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Section 5 

INFLUENCE OF SOME EXTRACELLULAR 
FACTORS ON CELLULAR ACTIVITY 

By RCrnOLF hOber 








INTRODUCTION 


Cells under natural conditions are embedded in a fluid medium, the 
chemical and physical properlies of which are rather constant. Deliberate 
changes of these standard conditions appear to be of essential interest, as 
usually they bring about functional changes resembling those which are 
observed under normal circumstances. By such experimental procedures 
a resting state can be converted into one of activity. Existent activity can 
be increased or depressed. For instance, one of the most common signs of 
activity in living things is motion of some kind — protoplasmic streaming, 
or ameboid movement, or rhythmic shift to and fro in protoplasm, or, most 
important, contraclioii and relaxalion can be excited or inhibited. Even 
development and growth can be considered as a kind of motion. Further- 
nnire, changes in electrical behavior are initiated, causing potential differ- 
ences to appear and disappear. The continuous chemical processes of 
metabolism, including respiration, can be made to rise or subside. By this 
way of provoking from the outside artificial changes of activity, which 
resemble normal functional changes, one may draw Cfinclusions as to the 
nature of the processes which uiitlerlie both the natural and the experi- 
mentally produced events. 

The extracellular factors which shall be considereil here are prevailingly 
chemical ones. The site of the attack might be expected to be either the 
cell surface or the cell interior as constituents of the cell body which, accord- 
ing to the preceding chapters, can be differentiated fairly well as to their 
microscopic and their molecular structure. The chemicals which will be 
mentioned here can be grouped roughly as follows: (1) chemicals which, at 
least primarily, are unable to penetrate the cell boundary, and therefore 
must be assumed to act by changing the properties of the surface layer. 
Substances of this kind are, first of all, the inorganic salts But there arc 
also many more substances which often fail to enter directly; for example, 
organic nonelectrolytes like sugars, polyhydric alcohols, aliphatic acid 
amides, and amino-acids, which seem to be rather inactive toward the cells; 
(2) chemicals which enter the cells due chiefly to adsorption or to lipoid 
solubility or to diffusion, and which, for this reason, react primarily in the 
cell interior, but eventually at the surface as well. Among the substances 
of this nature will be mentioned here mainly narcotics and cytolytics. 

It is not the plan to present in the following section a survey of the 
entire field of extracellular influences. Instead, main results will be selected 
and analyzed in order to gain theoretical viewp[)ints which are useful in the 
interpretation of increasing and decreasing cellular activity in terms of 
physicochemical phenomena. 
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16 

THE INFLUENCE OF INORGANIC IONS 
ON CELL ACTIVITY 


1. The Influence on ihe Excitability of Muscle. — No material can 
be more promising for studying clianges of activity due to changes in the 
ionic medium than muscle, particularly after, some sixty years ago, certain 
fundamental, pertinent facts were discovered. It was demonstrated by 
E. Bering, that the frog muscle begins to twitch when it is transferred from 
its natural milieu into iiliysiologieal saline solution. Using the heart, 
S. Ringer found that the rhythmic action is decidedly improved by adding 
K and ("a to the normal saline, while Claude Bernard noted that K had a 
jiaralyzing effect. Further, W. Biedermaiin repf)rted that X, locally 
increased at the muscle surface, produces a reversible electronegativity 
confined to the treated area. With this background, the physiological 
properties of the alkali and the alkaline earth cations and of the inorganic 
anions have been compared in numerous experiments. 

Overton/ studying permeability to organic and inorganic compounds by 
placing frog muscles in isotonic soluLioiis, was amazed to find that in solu- 
tions of sucrose, glucose, or mannitol the muscles, although failing to show 
any changes in weight or other signs of alteration, lost their electrical excit- 
ability, but recovered it after the addition of as little as 0.07 per cent NaCl. 
Continuing the experiments by varying the kind of salt, he discovered that 
any neutral Na salt, irresjjcctive of the accompanying anion, restored 
the excitability, but of the other alkali cations only Li was a fairly effective 
substitute for Na, while Cs restored slightly and for a short time, and Rb 
and K not at all. Si inlying the change of electrical excitability in the 
isotonic solutions of the various alkali chlorides, the result was that 
the excitability was longest maintained in NaCl aiul decreased through the 
series; Na > Li > Cs > NH 4 , Rb > K.- However, K has long been 
known to have a stimulating effect also. For instance, if a small amount of 
isotonic KCl is added to Ringer bathing a frog sartorius, the muscle makes a 
number of spontaneous twitches or falls into contracture, which may or may 
not be reversible. A muscle can be '‘sensitized'* for this effect to various 
degrees by placing it for a few minutes in an isotonic mixture of Ringer plus 


1 E. Overton, PflUger’s Arch. f. d. ges. Physiol., 92 : S4K, 1.102; see also L. V. llcilbrunn and 
E. W. Ashkenaz, Physiol. Zool., 14: 281, 1941. 

^ E. Overton, PflUger’s Arch. f. d. ges. Physiol., 1D6: 176, 1904. 
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one of the alkali chlorides.^ In this way it has been found that the stimu- 
lating effect of the alkali ions is strongest with K, and decreases in the follow- 
ing series: K > Rb > Na, Cs > Li,^ which is rather the reverse of the first- 
mentioned series. Whether the stimulating or the paralyzing effect appears, 
depends upon the concentration of the salts as well as upon the duration of 
their action.® The stimulating effect is frequently reversible, the paralyzing 
frequently irreversible. 

The inorgcmic artions show a corresponding behavior. Studied by the 
“sensitization’' method of Idllie, the anions appear to raise the excitability 
in the direction: SO4 < Cl < Br < N Da, I < SCN.® But with higher 
concentrations or after a longer exposure the stimulating influence of I and 
SCN changes into an inhibitory and irreversible actirni.^ 

The gradual change of the stimulating or the inhibitory effect of the 
anions is especially well demonstrated in the experiments of C. Schwarz.^ 
Frog muscles, hanging in isotonic solutions of sucrose jdus Na-salt eijuivalent 
to 0.2 per cent NaCI, are electrically stimulated at intervals of one seconil. 
In sulphate, contractions stop after a small number of shocks; with acetate, 
somewhat more shocks are requiretl ; with Nad, still more; and so on, so that 
the excitability appears to rise in the order: SD4 < CH3Cf)0 < Td < Br, 
NO3 < I < SCN. Moreover, a muside which is paralyzed in recovers 
in Cl; one paralyzed in NO3 recovers in SCN; but one whose contractions 
have been suppressed in Br does not start again in SD4 or in Cl. However, 
regarding SCN and I, this is true only with low coneeiitrations; in higher 
concentration, e.g., equivalent to 9.4 per cent NaCl instead of !).£ per cent, 
the muscle becomes fatigueil in SCN or I after a consiilerably smaller num- 
ber of stimuli than in the lower concentrations, it relaxes more slowly, the 
single contraction ends in more and more incomplete relaxation, and, afler 
being completely fatigued, it may partially recover even in the presence of 
those anions which usually are less favorable. 

a). The plurivalnit t:fz^mn.?.^-The alkaline earth chlorides presented in 
isotonic concentrations are rather incapable of maintaining the contractility 
(Mg > Ca, Sr > Ba). But in an infinite number of experiments it has 
been shown that either an increase*! or a decreased functional activity, pro- 
duced by pure NaPl solutions or by solutions containing, in ad[lition to Na, 
small amounts of K sufficient to raise or to diminish the activity, can be 
brought back to normal by Ihe addition of small amouiiLs of Ca or Sr, also 
Mg, and to a lesser degree of Ba. This balancijig or antagonizing action of 
the alkaline earth ions apj)ears in many variations in the functioning of 


^ R. S. Lillie, Pr^t*. Soe. Exper. Ilinl. & Med., 6: 170, 1.01 0; Am. J. Physinl., 28: 107, 1011. 
^ E. Ijellhorn, Pfliiger’s Ari-li. f, d. pes. Physiol., 219: 701, 192H. 

® I. Chao, J. Oil. & Comp. Pliysiid., B: 1, 1.93.5. 

® R. S. Lillie, Joe. cit., 1. I'han, Am. J. Phy.siol., 1D9: 5.51), 1034; E. Ciellhorn, Joe. cit. 

R. Ilobcr, Pfliiger’s Areh. f. d. ges. Physiol., IDB: 599, 1905; 134: 311, 1910; I. Chao, J. 
Cell. & Comp. Physitd., 6:1, 1935. 

® C. Schwarz, PflUger\s Arch. f. d. gcs. Physiol., 117 : 1 Bl, 1007. 
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plants and animals. The elassical example is the cnmposition of Ringpr’s 
solution^ and is favorable action upon a beating frog heart. Ext eniling these 
investigations beyond tlie grfuip of the alkaline earth ions, it has been found 
that the trivaleiit rare earth itnis, e.g.,La, C'e, Y, are very toxic,^“ whereas the 
di- and trivaleiit (not the univalent) cations of the complex cobalt salts act 
very much like Ca.^^ Furthermore, the ])jir;dyzing effect of KCl (0.05 per 
cent) in standard saline (0.05 per cent NaFl) can be antagonizeil by ( -o ami 
Mn and to a smaller extent by Ni, while C -u, Fe, TTO 2 , Cil, and Zn were found 
unable to function in such a balancing action. Also, the spontaneous 
twitches of frog muscles, induced by pure NaCl, can be abolished by the 
same divalent ions. These results are analogous to the earlier fundamental 
findings of J. Loeb^'^ concerning the capacity of Ra, Co, Zii, Mn, Ni, Pb, and 
TI [)2 to balance, in ap])ropriate small concentrations, the inhibitory effect 
of large amounts of NaCl, as exhibited in the [level opment of the fertilized 
eggs of Fund }d us . ^ ^ 

Before proceeding in the enumeration [)f thi‘ multitiule of finilings con- 
cerning the effects of llie neutral sails on the miisele activity, the so-far- 
mentioned observations will be subjected to an analysis, essentially in terms 
of physical chemistry, since the iieulral inorganic strong electrolytes, at 
least the preilominantly present alkali salts, are nf)t involved by straight 
chemical reaetifuis in the physiological phenomena under consideration. 

Very often and for various reasons the surface of normal cells has been 
believed impermeable to the neutral salts, mainly because in isotonic solu- 
tions the cells keep their volume or their weight fairly constant, but undergo, 
in anisotnnic solutions, corrcspiuiiling changes of these manifestations of 
their osmotic ctinditions. This behavior complies as well with imjior- 
meability to cations plus anions, as, for reasi^is of ideetroneutrality, with 
impermeability to cither cations or anions. 

Muscles placed in an isosmut ic solution, likewise, frequently are found 
If) keep their weight constant or, better, to show not more than slight 
changes. The nalurc of these latter is very complex. 

1. They can be the result of changes in the interfibral tissue space^"* 
which is open to free diffusion of both cations and anions in either direction; 
the ionic coniposition of this space varies according to the previous history 
of the muscle (preceding work, slight injury) as well as to other factors. 

2. Changes can be due to the colloid osmotic pressure of lymph space 

S. Rinper, J. rhysinl., 3: SKO, 1HS2; 4: 2,9, 222, 370, 1R83. 

Li. R. Mines, J. Ptiysinl., 4D : 327, 1 !ll [); 42 : 3U9, 191 1 ; R. Hiiber and R. Spaelli, Pfliiger’s 
Art'll, f. d. pes. Physiol., 1B9: 4.33, 1914. 

R. Hiiher, Pflliger’s Anh. f. d. gcs. Physiol., IBB: 531, 1.917. 

J, J^oeh, Ain. J. Physiol., 6: 411, 1.902; Pfliiger’s Anh. f. d. ges. Physiol., 88: G9, 1901; 
91: 24R. 1.992. 

Sep, further, R. S. Lillie, Am. J. Physiol., 10: 419, 1004; 17 : 89, 199G; A. Mathews, 

12: 41.9, 1995; R. S. Lillie, Protriphi.smir Aetion and Nervous Aetioii: University of L’hicago 
Press, 1923. 

Overton, Pflil^'er’s Arch. f. cl. ges. Physiol., 92: 1B2, 1.992; see, further, p. 25,Sff. 
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proteins, also to the establishment of a Donnan erjuilibrium, determined 
by their presence. 

3. The fiber surface is permeable to the univalent cations according 
to their volume, which decreases along the series: Li > Na > K. 
This can be inferred from various observations; (a) from a study of the 
height of the salt potentials produced by various cations, K-salts being 
found the most effective among the neutral salts (p. 313); (b) from the 
fact that, under certain experimental conditions, jn‘rfiising a frog muscle 
with a salt solution containing more K than 13 mg. per cent results in the 
penetration, with less than 13 mg. per cent in the escape of and that the 
entrance of K causes, by ionic exchange, a loss of H (a rise of pll) and vice 
versa. This pH change is accompanied by a change of muscle weight. 

4. Greater increases in weight than those described above arc observed 
in isotonic KCl (0.83 per cent) or in mixtures of this solution with isotonie 
NaCl (about 150 mg. per cent XCl). However, this effect is more or less 
irreversible and is followed by death. The same is true with Rb.^® But 
this increase in weight is dependent also upon tlie concomitant anions. V\ 
resembles Br, NOa, and I, whereas with SO 4 , IlPOd, GUgCOO, even in 
isotonic concentrations, the muscle keeps its weight constant for a long 
time, although its excitability is lost. However, NaTl solutions rontaining 
not more than about 60 mg. per cent KGl, though paralyzing the muscle, 
fail to bring about a gain of weight. Therefore one may conclude that, 
although permeable to K, the muscle is practically impermeable to KCl, at 
least for some time, and it is still more so and for a longer time to those 
K-salts, the anions of which, according to many other observations, have 
greater difficulty in penetrating cellular membranes (pp. 245ff). This also 
refers to SO 4 , HPO 4 , CHaCQO in their behavior toward the intestinal wall, 
the kidney tubules, the frog skin, and plant roots (Sec. 8), As to the 
higher concentrations of KCl exhibiting an irreversible increase of weight, 
this can be perceived on the background of the observation,^® that the 
presence of abnormal concentrations of KCl releases several metabolic 
reactions. Starting with about 16 mg. per cent KCl in a Ringer solution, 
the maximum excitability is reached with about 45 mg. per cent; then the 
excitability falls off, and simultaneously the O 2 consumption rises. At 
about 89 mg. per cent KCl, phospho creatine is decomposed and a slight 
contracture appears, and at about 120 mg. per cent KCl lactic acid is being 
formed. 

R. Mnnil and K. Amsan, Arr-h. f. d. ges. l*hy.sinl., 220: fi.'), l.OiS; R. JMonil and 

H. Nelter, ihiil., 224: 7D2, 1931); 230: 42, 1.932; .spp further, p. 253. 

W. O. Fenn and D. M. Coldi, J. (len. Physiol., 17: B2.9, 1,934; A. 11. Tlegriaucr, W. 0. 
Fenn, and D. M. Cobb, J. rpll. & Uniiip. Phy.siol., 4: .505, 1934; 11. Netter, PflUger’a Arch. f. d. 
ges. Physiol., 234: BSD, 19,34; see, further, p 254. 

E. Overton, PflUger’s Arch. f. d. ges. Physiol., 106: 171), 1DD4. 

See also E. Gellhorri, Pfliiger’s Arch. f. d. ge.s. Physiol., 200: 5S3, 1.924. 

A. H. llegnauer, W. 0. Fenn, and I). M. l\ibh, J. Fell. & Comp. Physiol., 4: 505, 1934 ; 
see also p. 255. 
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5. Lastly, in mil lining this intricate picture of the factors, which are 
pertinent in the osmotic balance of muscles as affected by neutral salts, it 
should be realized that there are reasons for believing that, in addition to 
passive penetration of ions across the surface membrane, a slow active 
transfer of ions takes place, as it does with erythrocytes.^^ 

On the basis of these studies of the various effects of the neutral salts 
We arrive at the final conclusion that the very first changes of excitability 
can be referred to processes going on in the outermost layers of the fibers, 
which only secondarily are penetrated by the ions. 

2. The Colloiil Theory of the Change of Excitability by Ions. — 
The statement of J. Loeb concerning the balance effect of multivalent 
cations toward isotonic Na(U in tlie development of Fundulus embryos 
(p. 291) suggested correlation of this physiological phenomenon with 
changes in the Cf)lloidal structure, because only the dispersion of (inorganic) 
.^uspensoid colloids at that time was known to be acted upon by ions accord- 
ing to the sign of their electrical charge and to their electrovalence (rule of 
Schulze and Hardy). 

The fundamentals of such a colloid theory of cellular action have been 
very much extended, mainly on the basis of the experiments on muscles. 
These results have indicated, first, that the series of an/ion.?; SCN, J, NO3, 
Br, Cl, SO4, showing the effect on excitability and on the related salt poten- 
tials (sec p. 31.‘1), is paralleled by a series of anions, known as the Hof- 
meister series-^ (nr the hydrotropic or, more generally, the lyotropic series) 
which accj)unts for the dispersity of many hydrophilic organic colloids, like 
gelatin or egg albumin, with regard to gelation, viscosity, colloidosomotic 
pressure, and other properties ; and, sccoinl, they have indicated that theseries 
of nations K, Rb, Cs, Na, Li, with its peculiar location of Cs [see pp. 289, 
299, 315),^^ .likewise is met under certain conditions (pH), in the physico- 

J. K. IlRrris, J. Itiol. Chem., 141: 579, 1941; W. Wilbrandt, FflUger^s Arch. f. d. ges. 
Physiol., 243: 519, 1.941); see more delails in See, 4, p. 251. It is important also to note 
that under the purtimlar eondilions of nutritional deprivation of K, the muscle fibers of rats 
which normally arc devoid of Na have been found to contain, besides a reduced amount of K, 
considerable amounts of Na. [T^. A. lleppel. Am. J. Physiol., 127: 385, 1939.) See more 
about these experiments on p. 257. Furthermore, K is claimed to be bound to the myosin 
threads, whieh build up the fibrilloe of the muscle (see Sec. l). 

J. Loeb, Pflliger’s Areh. f. d. ges. Physiol., 91: 248, 1992; 68; B8, 1991. 

R. Huber, PflUger's Areh. f, d. ges. Physiol., 106 : 599, 1994. 

F. Hofmeister, Areh. f. Exper. Path. u. Pharmakol., 24: 247, 1888; 25: 1, 1889; 27 : 395, 
1890; 26: 210, 1891. 

This loeatiun of Fs near to Na and Li, instead of a loeation beyond K, as it should be 
corresponding to the sr-ale of the cationic mobilities (see p. 317), also has been observed 
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chemical reactinns of the organic hydrophilic colloids. These inter- 
relationships have suggested that a dispersing eflFect upon structural colloids 
as components of the protoplasm facilitates the action, provided that the 
dispersion does not exceed a certain range of a swelling or loosening effect 
on the structure. Otherwise, the effect approaches more and more a dis- 
solution (as a stage of cytolysis), so that the initial favorable influence, for 
instance, of SCN and 1 or of K (pp. 290 and 313) is reversed. 

Provided the effect of the neutral alkali salts in the beginning is mainly 
restricted to the surface and cannot extend far beyond the superficial 
envelope of the fibers, the weight of a muscle as a measure of the dispersity 
of its structural colloids is not to be expected to change considerably in an 
isotonic solution, and, further, should show but slight variations on applying 
for instance, various anions. As a matter of fact, comparing the percentage 
increase of weight of sartorius muscles, placed for two hours in a buffered 
Ringer’s solution and in corresponding solutions with NaTl substituted by 
NaBr, NaNOg and NaJ, the ratios for the percentage increases, referred to 
NaCl = l.[), are found for NaBr = NaNOg = 1.5, NaJ = 1.8.-“ 

The process of colloid dispersion in general is dual in its nature; it is 
either a matter of hydration and dehydration of colloidal micelles or a 
matter of increase and decrease of their electrical charge (see i)p. 29911). It 
depends upon quite a number of factors, which of these processes is dominant 
under various conditions. Certainly one of the main factors is the chemical 
nature of the colloids. But the information about the chemical com- 
ponents of the j)lasma surface membranes is very pf)[)r as yet. The most 
satisfactory approach to a better knowledge has been found in the analysis 
of the stromata (ghosts) of the erythrocytes, which are accessible in great 
quantity as a relatively uncontaminated material.-’^ Their chief constitu- 
ents are found to be lipoids and proteins in the ratio 1:1.7. Two-thirds to 
three-quarters of the lipoids are ph[)Spholipoids, the rest tdiolesterol. Cere- 
brosides are not present in the red cells. Three-quarters of the phospholi- 
poids are made up by cephalin, one-quarter by lecithin. Lecithin is an 
ampholyte due to the presence in the molecule of glycerophosphoric acid, on 
one side; of cholin, on the other. Cephalin has an acidic character, since 
colamin is a weaker base than cholin. The protein is more or less insoluble. 
This seems to be due partially to the formation of lipoproteins (sec p. 297). 
One such lipoprotein is a reaction product of the acidic cephalin and the 
basic histone,^® and globin also has becTi found to precipitate with cephalin. 
Products like these may account for the formation of relatively solid cell 
structures. 
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The facts cnncerniiig the main components of the protoplasmic surface 
lead to the question of how the building stones are composer! to form its 
molecular architecture, which has to serve the various demands of cell life. 
This has been partially discussed in the preceding Sec. 4, chap. 15. Here 
the main problem is how ions are enabled to impose on this strncture an 
increase or ilecri'asc in dispersity as it is found with colloidal sols and 
gels, which are known among proteins, lipoids, and lipoproteins. 

a). Ilydfuiun} and dvhydratian of 'proteins of lipoids, and of lipoproteins . — 
Proteins: Jii general, the molecules of proteins or polypeptides are conceived as 
being shorter or longer chains of ainiuo-acids attached to each other by the 
peptide linkage between the COOH and the NH 2 groups. Correspondingly, 
their molecular dimension ranges from about 5 A units up to about 5 JDD A = 0.5 
micron. The chain linkage favors a fibrous shape of the molecules, but, as will 
be seen later (p. 2.07), it also does not conflict with the shape t)f leaflets or 
with that of more rounded particles, due to folding and coiling of the chains. 
Each moderately long jiejitide chain resembles a trifliniensional rod-like body 
with a zig-zag axis composed of the repeaLing — — C — C — groups, dun to the 
zwitterioii character of the aniino-ai*ids. To each of these chains there is 
attached at a regular distance of about fl.5 A an amino-aeid residue as a side 
chain projecting perpendicularly to the axis and alternately in opposite direc- 
tions as indicaled in tlie following formula of a tetrapeptide, tyrosyl-eysteinyl- 
valylglyeine. It is obvious that the length of the side chains is variable, thus 
determining the width of the rod or fibril. 

SH 


I 

H 0 CH, H 0 H 



I 

OH 


These rods can be identified as such by various optical methods, mainly 
by studying the birefringence (double refraction) with the p[)larizing microscope 
and by measuring the space of the various planes in an x-ray diffraction pattern, 
as one does in a crystal lattice. The nature of birefringence is dual; it is 
either a form birefringence or an intrinsic birefringence. The form bire- 
fringence is based upon the presence of rods as asymmetric units of an isotropic 
substance, embedded into an isotropic medium, and upon their more or less 
regular parallel orientation, whereas the intrinsic birefringence is caused by 
optically anisotropic crystal-like particles. By either of these mcLliods, changes 
in the mutual distance and orientation of the submieroscopic units can be 
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observed and measured quantitatively.^® Even with single gliosts of erythro- 
cytes, fibrous striirtures have been detected by tlie birefringeiiee teelinique, 
whereas the layers formed by their cellular envelopes are too thin to allow the 
detection of x-ray diffraction spacings. ’® Fibers, of course, are eonstriieted of 
several peptide chains arranged with their axes parallel to each other and 
parallel to the main axis of the single fibrils. 

It is now of particular interest for our problem concerning hydration 
and dehydration, to understand what kind of forces are involved in binding 
together the individual peptide chains (see See. 2, chap. 9). The affinity 
to water of the single polypeptide chain depends mainly upon the water 
affinity of the individual side-chains. For instance, side-ehains which 
are composed only oC hydrocarbon groups, like the valine residue in the 
aforementioned formula, have rather no affinity to water, while the N 
and O containing radicals, — NHo, — NH, — COOH and — OH, are hydro- 
philic. This is due to the fact that, in the N and O atoms of these radicals, 
residual ““'lone” electrons are available to be share*! with resiilual electrons 
of adjacent water dipoles, and thus to effectuate a eo-[)rdination linkage 
with water. In this way, it is un*lerstandab]e that the hydrophilic or 
hydrophobic character of the polypeptide chains, among others, is b*)und up, 
first, with the chain length insofar as this decides the ratio of hydrophilic 
polar and hydrophobic nonptdar groups. A second factor is the acidic 
or the basic character of the terminating groups, — COOH or — NIH, which, 
depending on the 7 ?H, can form electrically charged centers of eo-ordination 
with water dipoles. 

With regard to the fiber jiroteins, which are construct eil by linking 
together several single peptide chains, aclditional factors contribute to the 
hydration. First, there is evidence that fibrils with short si*le-ehains can 
approach closer together and thus form fibers with a tighter packing (e.g., 
keratin) than those with longer chains. This certainly is inhibitory to the 
access of water molecules. Second, the pH again is an important point. 
With a pH fairly distant from the isoelectric point, the multivalent ampho- 
lyte proteins can be assumed to contain a number *)f either cationic or 
anionic centers, which by their electrical charge will repel each other, anil 
thus favor the intrusion of water. Inversely, at the isoelectric point, i)arts 
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R. S. Bear, Biol. Rev., 14: 27, 1039; A Frpy-Wyssliiig, Submikroskopiaohe Morph ologie des 
Protoplasmas und seiner Derivatc: Berlin, 1939; L. E. R. Picken, Biol. Rev., 16: 133, 1940. 
Further, Sec. 2, chap. 7. 
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of the structure opposite to each other may be oppositely charged and thus, 
like zwitterions, become linked together by electrostatic forces. Indeed, 
protein structures ordinarily are found to be more inaccessible to water at 
the isoelectric point. Third, there have not yet been mentioned the 
special cross-linkages between individual fibrils, contributing considerably 
to the solidity of the fibril bundles, as, for instance, the di^ulfide-linkiigi* 
between two cystein groups, forming a primary valence bond requiring 
chemical forces for disruption, or salt linkages formed by the reaction 
between the acidic and basic groups. Taking Lhese various factors together, 
it is obvious that, in general, an increase of hydration will be indicated by 
a decrease of the bin ri int'i iii-r and by an increase of the spacings in the 
x-ray diagram, and vice versa. 

It has been mentioned [p. 295) previously that the polypeptide chain 
is deemed to construct not only the fiber proteins, but also leaflets and other 
aggregates of manifold configurations. From various kinds of measure- 
ments (viscosity, ultramicroscopy, ultracentrifiiging) it has been concluded 
that some colloidal micelles are splierical or ovoid in shape. This is con- 
sidered to be due to folding and coiling of the polypeptide chains and to 
holding together such a feltwork by the various aforementioned forces of 
interlinkage of greater or smaller strength. This picture accounts for the 
possibility of different degrees of hydration and dehydration, eorresponiling 
to the ratio between polar and nonpolar radicals, and suggests thinking of 
these particles* as forming a meshwork filled with more or less loosely 
attached water, as encountered in gels. Such .‘igLH-rgnl i*** often are highly 
soluble, e.g., egg albumin particles, probably because the polar groups are 
sticking out of the surface toward the water. This concept is corroborated 
by the fiiiiling, among others, that spreading a spherical protein as a film on 
the surface of water is accompanied by denaturatioii, probably due to an 
unrolling of the long chains, attended by the rupture of iiil erliid\jige> in the 
framework, the exposure of more hydrophobic groups, and the breakdown of 
S — S cross-linkages, making SH groups detectable, and other results. 

Hydration and dehydration of lipoids and lipoproteins . — By chemical 
analysis of the red cell ghosts it has been shown (pp. 272 and 294) that about 
one-third of this structure is formed by lipoids and lipoproteins and that the 
lipoids are partially phospholipoids, partially cholesterol. Cholesterol 
possibly does not participate in functional changes of this and of other cell 
surface layers, or only to a small degree, because it is a complex ring system 
of C and II which, in the case of cholesterol itself, includes but one 0. How- 
ever, this 0 may convey to the molecule a weak polarity, as displayed in the 
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capacity of sterols to form surface films on an air-water interface,®^ ami, 
therefore, cholesterol might be assumed to play a role as a fairly rigid frame- 
work for the more labile hydrophilic colloids, which are included in the cell 
membranes (see p. 323 and Sec. 4). The reactivity of the phospholipoids 
is much greater, lecithin being an ampholyte, which is ionized to some extent 
at a pH around 7, and cephalin exhibiting a more definite acidic character 
(p. 294). 35 

In order to gain more direct information about the structural capacities 
of the lipoids, it has been found useful to investigate mixed lipoids, e.g., 
benzene-alcohol extracts of the brain, instead of studying the pure chemical 
individuals. 3 5 If emulsified with water, x-ray diffraction measurements 
show the mixed lipoids to form bimolecular layers, each of the two arrays of 
molecules turning their polar (positive and negative) groups outward, and 
being attached to each other by the nonpolar endings of the fatty acid 
radicals (see Fig. 27, p. 274). Between each pair of such bimolecular layers 
(55 A in thickness) there is interposed a layer of water, the thickness of 
which is indicated by the x-ray diffraction spacings to vary according to the 
percentage of total water present in the emulsion (0 per cent to 75 per cent). 
Thus, the polar groups of the lipoid phase are anchored in the intercalated 
water layer, the thirkness of this layer varying from 0 to 85 A. 

A still better model is provided by a mixture of lipoids and proteins 
which are bound to each other as in the aforementioned lipoproteins, arising 
from a reaction between a basic histone and acidic cephalin (p. 294). 
The resulting structure resembles the architecture of the emulsified mixed 
lipoids, but differs by the interposition between the lipoid layers of a mono- 
layer of histone, the polar phosphoric acid groups of cephalin being linked 
together with the basic groups of the highly hydrated histone, with such 
strengtli that the water is expelled by this interaction. 

Finally, the molecular organization of natural lipoid protein surfaces 
also has been subjected to an analysis, most thoroughly by combining both 
the measurements of x-ray diffraction and of intrinsic as well as form double 
refraction in the study of the sheath of myelinated nerves. 3* Several kinds 
of investigation have suggested again the interpretation of the findings as 
due to lipoid-protein layers which are concentrically arranged around 
the axon, each of them being 17D to 190 A in thickness and composed 
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of two double molecular layers of lipoids, which arc separated by a thin 
protein layer. Between these concentric layers a great amount of water is 
interposed. 

A similar structure has been ascribed to the envelope of the red cells. 
As mentioned previously (p. 294), this is marked by a high content of 
cephalin. 

h). The influence of inorganic allcali n/pon hydration and, dehydration 
of celt colloid^s. — Returning now to the main problem of this section regarding 
the nature of the ionic influence upon cell activity, we must determine 
whether the present knowledge about the architecture of the artificial and 
natural complexes of the colloidal constituents of cells contributes to an 
understanding of this influence. The bases of such a study are the afore- 
mentioned observations of Ilofmeister regarding the influence of neutral 
alkali and of alkaline earth salts upon the hydration and dehydration of 
hydrophilic colloids, like gelatin and albumin. Two factors are prepon- 
derant in the interrelation between ion and colloid: first, the amount of 
hyilration of ion and colloid or salt and colloid (p. SOD); and, second, the 
positive or negative electric charge of each. 

The hydration of the ions increases in the order: SCN < J < Br < 
Cl < SO 4 and Rb < K < Na < Li. For the halide anions and for the 
cations this is the order of decreasing at[)inic radii, and thus probably the 
orrler f)f increasing electrostatic interaction of ion and water dipole. For 
instance, the relative hydration of cations is estimated: (H = 1), K = 5.4, 
Na = 8.4, Li = lfl.9, (Ca = 22 ). The water molecules are oriented 
around the ion as a shell, the strength of fixation diminishing toward the 
periphery, where the water dipoles can be strippeil off with increasing ease. 

The hytlration of the colloiils varies [)ver a wide range. This in general 
is line to the number and strength of residual valences as hydration centers — 
as explained before (p. 29G) ; and, thus, the range can reach from the highest 
grade of hydrophilic behavior to that of the hydrophobic or suspensoid 
colloids. 

The interaction between the colloids and the ions may be conceived as 
follows: In general the hydrophilic colloids, particularly those which we are 
mainly interested in, the proteins, arc colloid-electrolytes, the colloiclal 
particles being either cationic or anionic. As such they attract the ions 
bearing the opposite electric charge and repel those with like charge. The 
strength of the charge of the individual colloid varies with yH with reference 
to the isoelectric point of the colloid. 

Another factor is the adsorption affinity of the colloids toward the 
ions, cations as well as anions.. The adsorption affinity toward the ions 
differs, increasing with decreasing hydration, and vice versa. In other 
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words, the shell of water dipoles surrounding the atoms interferes with their 
attachment to the colloid. For this reason, the affinity toward K is greater 
than that toward Li; toward SCN and I greater than toward Cl and SO 4 . 
Further, it must be realized that — as another sigiiificjint feature of adsorp- 
tion — with lower salt concentrations a relatively greater fraction is attached 
to the colloid than with higher concentrations. 

A third factor is the competition for water between the colloids and the 
“outside” ions surrounding the colloid particles, according to their respec- 
tive water affinity^^ Jincluding their osmotic influence). The operation 
of this factor in the case of non electrolytes (instead of colloids) is well known 



Fig. — ^Lithium iaclide forming in wntrr an aqnnafiil. 

as the “salting out” effect of electrolytes at higher concentrations. It is 
especially strong if the water affinity of both cations and anions is great. 
The dcli\ ilfjil iiig influence toward the colloids is attributable to all ions 
bearing the same charge as the colloid particles, and in addition to that 
fraction of the oppositely charged ions, which remains unadsorbed. 

A fourth factor seems to be the “ion pair effect,” i.e., the joint action of 
cation plus anion, which form, more or less distinctly, either aquoaeids or 
aquobases, as indicated by Fig. 29, representing the formation of an aquoaeid 
by Lil. Li, as the ion with the smaller atomic diameter attaches more water 
dipoles than the larger I and orients the dipoles in such a way that OH is 
firmly fixed on Li, so that H projects as a free ion. Aquoaeids are supposed to 
react more with basic, aquobases with acidic proteins.'*^ 

It is obvious that the combined effect of electric charge, of adsorption, 
of ionic concentration, and of hydration^ can bring about most variable and 
sometimes embarrassing results and, as a matter of fact, the order of cations 
or that of anions or that of both has been found to run in one or the other 
direction or even to turn into a disorderly succession, jiccirdiiiL^ to the salt 
concentration, to the pH; further, to the admixture of other colloids or of 

See with this regard also P. Rona and H. H. Weber, Biochein. Ztschr., 2D3: 429, 1928. 
^ See K, H. Meyer and M. Dunkel, Ztschr. f. physik. Chem., ErgUnzungsband 1931, p. 553 . 
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iiDn-eh‘ctrolytes like sucrose or alcohol, which themselves have a strong 
dehydrating influence. For instance, a mere change of salt convey dr at ion 
can cause a reversal of the order of cations or anions in the following man- 
ner: KCl at low concentrations, due to the relatively strong adsorption of 
K, affects a negative colloid directly by a considerable (liM*liarge, compared 
to the less adsorb abl e I^i. Hut, at high concentrations the effect of is more 
prominent, due to its strong dehydrating power, affecting more indireclly 
[from outside) the water attached to the colloid. Or, by changing the sign 
of the electric charge of a colloid ampholyte by modifying the 7 ?H, a complete 
inversion of the ionic order is established. With negative particles the 
dispersity is diminished by cations essentially due to adsorption, in the 
order: K > Na > Li, and by anions essentially because of dehydration 
from the outside phase in the order SD 4 > Cd > Br > I > SCN: whereas 
with positive particles the opposite order: SCN > I > Br Cl > SO4 and 
Li > Na > K appears. But, regarding the accomplishment of these 
inversions of the ionic order, it can be logically ex])ected that by stepwise 
changing of the ionic atmosphere around the coll[)idal micelles, one may 
encounter highly irregular intermediate arrangements which by no means 
can be referred to experimental error, if carefully cheeked, esfx'cially with 
regard to the As a matter of fact, there are scattered in the literature 

many examples of this kind.^^ 

About the influence of the neutral alkali salts upon the colloid state of 
lipoids and lipoprotein complexes very little is known as yet. Again, 
there has been observed the ordinary cation and anion series dis|)hiying the 
gradually changing effect upon flocculation or clarification/^ 

Increase of birefringence and decrease of x-ray diffraction spacings in 
mixed brain lipoids also were found to be indicative of a rising dehydration 
after the addition of certain neutral salts in certain concentrations.^® 

From the analysis of the architecture of the colloid complexes attempted 
here (pp. 295-299) arises a picture of aggregates of many different types of 
colloids cemented together like stones in a mosaic or disposeil in layers, one 
upon the other. The component colloids in these artificial systems as well 
as in natural fragments of protoplasm are of varying propor Lions of hydro- 
philic and hydrophobic types; therefore their isoelectric points will be well 
separated and the electrical charges will differ from point to point, creating 
consequently anomalous effects of the neutral salts. Even greater com- 
Ijlexities are to be expected in living material than in these models. Such 
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consifleraiioiis as these arc chiefly of importance as stimulus and guide for 
future studies. 

c). The interpretation of physiological effects of ions as due to changes of 
the state of the hydrophilic colloids. — It is almost surprising that, in the 
beginning of this chapter, some relatively simple observations e<ineeriiing 
the change of muscle excitability by inorganic alkali, salts could be made to 
suggest a colloid theory of stimulation based upon the appearance, in 
muscle excitation, of the lyotropic order of anions and cations, well known 
from the physical chemistry of hydrophilic colloids. Such a theory appeared 
to be highly plausible for several reasons: 1. Each ])rotoplast is like a gel 
or a sol of hydrophilic colloids; 2. An important part of the protoplast, the 
plasma membrane, is built up of various cfdloids to a structure, which 
often, as in muscle fibers, appears to be fairly impermeable to many solutes, 
but which can lose this ])roj)erty under the (reversible) influence of alkali 
salt solutions; such solutions are known to have a dis])ersing and eventually 
a liquefying ])Ower toward organic hydrojihilic gels; 3. The dispersing effect 
of, e.g., NaCl can be balanced by the addition of a small amount of alkaline 
earth salt in the case of physiological objects as well as colloidal models 
(see pp. 303ff). 

However, many objections have been made to such a colloid theory as 
can easily be observed in reviewing the physiological literature. It is 
true, the order of anions, SO 4 < Cl < Ur < I < SCN, and of alkali cations 
Li < Na < K, is met frequently in animal and plant physiology, but it is 
likewise true that “irregularities,” either as inversions of the regular arrange- 
ment or as complete disorder, have ofleii been encouiiLereil. To mention 
only one old example: hemolysis has been studied by suspending ery- 
throcytes in the isosmotic solutions of the neutral alkali (Na, K) salts, and 
adding alcohol, urethane, saponin, vibriolysine, or NaOH, or .‘ipplying heat 
to the suspension, or comparing erythrocytes, the natural cationic contents 
of which differ considerably. Regarding the influence of the anions and 
the cations upon the order of the hemolytic effect, very great variations arc 
displayed, the ordinary order of anions and of cations running in either the 
usual or the inverse directi[)n, or being displaced by a random arrangement.^*^ 
This rcsidt can be thought of as being due to the presence of various colloids 
or colloidal complexes and to their combinations with the added hemolytic 
factors, superimposed on the effect of the inorganic salts. But, from these 
and similar findings, the conclusion should not be drawn that the colloid 
theory is to be rejected as a reasonable explanation of ionic action. On the 
contrary, all the variations in cellular response to the salts should be 
analyzed from the viewpoint of colloidal behavior, and are likely to be 
correlated to colloidal processes. 

Miculicirh, Zeutralbl. f. PhysiuL, 24: 523, 1910; A. Jarisih, PflUger’s Arch. f. d. ges. 
Physiol., 192: 255, 1921; Fr. Port, Deutsches Arch. f. klin. Med., 99: 259, 1910; Teruuchi, 
Comm, de I’lnst. S6rotherap. de I’Etat Danois, 3, 191)9. See, further, H. Davson, J. Cell. 
Comp. Physiol., 16: 317, 1940; Biochem. J., 34: 917, 1940; further. Sec. 4. 
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d). The antagonize action of pairs of cations . — So far the effrcLs of single 
salts, only, have been taken into eonsirliTation. An especially strong 
support of the colloiil theory of physiological ion activity comes from the 
study of pairs of salts issuing from the aforementioned physiological antag- 
onisms (p. 2 . 91 ), discovered by J. Loeb. He suggested this iinli)gt»niMn to 
be a physiological illustration of the Schulze-Hardy rule, that the flocculat- 
ing power of an electrolyte depends upon the valence of the ion whose 
charge is opposite to that of the colloidal particles, and that the influence 
of valence rises nearly in a geometrical progression. 

The Schulze-Hardy rule is derived chiefly from observations with the 
inorganic supensoid and, in general, hytlrophobic colloids. Here the 
preponderant unstabilizing factor is the electric charge. Thus, according 
to their valence, the cations in appropriate concentration can bring about 
an isoelectric precipitation of an anionic colloid; the anions, of a cationic. 
However, hydrophilic colloids, which in general are the juevailing fraction 
of the colloids in i)ri)toj)lasm, are not subject to the Schulze-Hardy rule, 
except with certain modifications. By gradually substituting the water 
in a solution or in a gel of a hydrophilic colloid, sucli as gelatin, with polar 
hydrophilic alcohol or acetone, the hydrophilic colloid is changed into a 
hydrophobic siispensoid.^'^ In the hydrophilic state, high concentrations of 
salt are required to produce precipitation by dehydration (salting-out 
effect, p. 3 [)[)). However, after a certain extraction of water has been 
accomplished, the colloidal particles cattain more and more the character 
of hydrophobic colloids which are precipitated by small electrolyte con- 
centratio]is, following the Schulze-Hardy rule, as indicated by the greater 
influence of the polyvalent ions. Thus, the precipitating power of both 
(NH4)2S04 and I'aCb toward gelatin appears to be low — although in 
agreement with the hy cl ration of their ions — but after transformation 
into a hydrophobic suspensoid the effect is great with (NH4)2S04 on the 
acid side of the isoelt^ctrie point of the colloid, with CaCU on the alkaline 
side. Further, a Cfdloid, which in the hydrophilic state differentiates 
between the individual monovalent alkali cations and the monovalent 
halide anions depending upon their hydration, as a hydrophobic colloid 
reacts more or less uniformly to the monovalent (or the polyvalent) ions, 
but differentiates among them according to the electric charge. How- 
ever, even in the hydrophobic state the colloid can respond somewhat 
difl'ereiitly toward equally charged ions. For instance, the precipitat- 
ing power of bivalent cations toward negative suspensoids like As2Sa 
increases generally in the order: Mg < Ba, Ca < Mn < Co < Ni < Pb 
< Cu. This is about the order of the standard electrode potentials of 
these metals,^® and insofar probably the order of their decreasing hydration. 


^^II. R. Kruyt and de Jong, Ztschr. f. physik. Them., IDD: 253, 1921; ,J. Loeb, Proteins 
and the Theory of Colloidal Behavior: McGraw-Hill, New York, 1924. 

A. Mathews, Am. J. Physiol., 12; 419, 1906. 
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Now, as meiilioneil previously (page 291), phenomena similar to these 
have been met by J. Loeb in his ex])eriments on the development of fertilizeil 
eggs of the marine teleost Fundulus under the influeiiec of various sail 
mixtures. The development is stopped, and the embryos die in isotonic 
alkali chhiride sidution, but the deleterious effect evan be antagonized by 
the addition of certain small amounts of divalent cations. Most favorable 
is the effect of the alkaline earth ions, next are Co and Mn, much more toxic 
are Ni and Pb.^® In similar experiments concerning the litinefying influence 
of NaCl upon the cilia of marine invertebrates,^® the bivalent cations have 
been found to protect the cilia in the order: Mg, Ba, Ca, Sr, Mn, Fe, Co, 
Ni, Cd, Pb, Zn, Cu, UO 2 . The last members in this series show the favor- 
able effect only if applied in small concentration and for a short period of 
time. Otherwise, irreversible impairment occurs, evidenced by a beginning 
opalescence and flocculation of the protoplasm, and ending with death. 
Obviously, this series strikingly resembles the aforementioned order of the 
standard electrode potentials. The results strongly support the hypothesis 
that a normal function requires the existence of a certain colloidal state, 
and*this necessitates a certain balance of mono- and polyvalent cations. 
If only monovalent cations are present, the dispersity of the structural 
colloids is abnormally great; the proper amount of bivalent cations insures 
the necessary rigidity. This concept is strengthened by the fact that 
trivalcnt cations (Al, Cr, Fe) also show an antagonistic effect, but only 
when applied in concentrations considerably smaller than those most 
favorable with bivalent ions. These observations are in agreement with the 
Schulze-Hardy rule, which states that the flocculation power of the 
ions rises with rising valence nearly in a geometrical progression. 

The order of bivalent cations, practically identical with the order of the 
standard electrode potentials, can possibly be interpreted physiologically 
as an order of varying hydration capacity. Following the addition of 
CaClz to the gel of a hydrophilic colloid, dehydration, in other words, 
shrinking or stiffening, occurs, imlical ing the competition for water by the 
highly hydrated Ca (p. 299), (but see, further, p. 305). Following the 
addition of Ni or Cu, flocculation inside the gel occurs, due to the adsorption 
to, and the discharge of, the colloid aggregates (p. 299). Shrinking is a 
reversible, flocculation an irreversible, process. Thus again the phy- 
siological effects parallel the physicochemical reactions (see also the foot- 
note (58) p. 397). 

Our main example, the influence of ions on muscle activity, lends itself 
particularly to the correlation of the effect of mixtures of ions on muscle 
excitability and on hydrophilic colloids.®^ 1. After increasing the colloid 
dispersity in frog muscles by the addition of small amounts of KCl to 

J. Loeb, Ain. J. Phy,4inl., 6: 411, 1902; Pflttgcr's Arch. f. d. gc.s. Phynial., 88; OR, 1901; 
93: 246, 1902. 

R. S. Lillie, Am. J. Physiol., 10: 419, 191)4; 17: 89, 190R. 

“R. usher, PflUger’s Arch. f. d. ges. Physiol., IBB: 631, 1917, 
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Ringer’s solution so as to inhibit contractility completely, restoration takes 
place following the addition of appropriate amounts of bivalent cations in 
the series Ca > Sr > Mg > Co > Ba, Mii > Ni > Zn. Cd, UO 2 , Cu, 
however, are incapable of restoring function. 2. The gelation of a gelatin 
solution can be accelerated beyond that in the presenee of NaCl by the 
addition of one of the following chlorides in proper amounts: Ca, Sr, Ba, 
Mg, Co, Mn, Ni and Zn, whereas, evidently due to their |in .il / 
power, the gelation is slowed by Cd, XJ0.2 and Cu. 3. The complex cobalt 
and chromium salts furnish an excellent example of the importance of the 
Schulze-Hardy rule in physiology. Only those complex cations, which are 
bi- or trivalent, are capable of antagonizing the paralyzing effect of a small 
excess of KCl in Ringer, whereas the monovalent complex cations fail to do 
so. The bi- and trivalent complex cations are comparable in the degree 
and duration of this beneficial action only to Ca and Sr; whereas the simple 
trivalent cations of the rare earths, Ce, Al, Y in much smaller concentrations 
are strongly toxic. According to Mines^^ hexammin cobalt salt is rather 
in different toward hydrophilic colloids like hemoglobin, egg albumin, gelatin, 
and is thus, agaiji, similar to Ca. All this is probably due to the special 
configuration of these complex cations, the metallic nucleus of which is 
surrounded by a sphere of molecules or radicals resembling the sphere of 
water dipoles around alkali or alkaline earth ions like Li, Na, or Ca, anil, 
therefore, probably less adsorbable and less capable of discharging the 
colloidal aggregates than the simple cations (p. 299). 

It has been emphasized already (p. 29D) that the alkaline earth ions and 
especially Ca are often much more powerful in balancing the unfavorable 
dispersing influence of the monovalent cations than are the other polyvalent 
cations. This seems to be due to the fact that upon their stabilizing, anti- 
dispersing action there is superimposed a chemical reaction which links 
together more firmly the colloidal units than could be done solely by the 
presence of alkali ions. The concept of a solidifying influence of Ca is 
suggested by innumerable observations, particularly upon tissues, the 
cellular building stones of which are loosened by lack of alkaline earth 
salt, e.g., the blastomeres of sea-uichin eggs, the cells of root hairs, the 
epithedium of mucous membranes, and others.**^ The reason for this is that 
the cells normally are packed together by a ceineiding substance with the 
character of a weak acid, forming rather insoluble Ca-salts, which, in the 
absence of Ca in the bathing salt solution, dissociate and are transformed 

R. Hiiber and R. Spaeth, PflUger’s Areh. f. d. ges. Physiol., 169 : 4.‘13, 1014; K. YDinogita, 
Ztschr. f. Biol., 9B, 487, 1035. 

G, R. Mines, J. Physiid., 40: 327, 1910; 42: 300, 1011; see, further, B. Luck6 and M. 
Mc-ruteheon, J. Gen. Physiol., 12: 571, 1020. 

For literature sec R. Hober, Physik. Pheinic der Zelle und Her iFcwebe, Bth ed,, chapter 
11; Engeliuann, Leipzig, 1026; L. V. Heilbrimn, The Colloid riiemistry of Protoplasm: Born- 
trager, Berlin 1928; L. V. Heilbrunn, An Outline of General Physiology, 2d ed.: W. B. Saund- 
ers, Philadelphia, 1043, especially pp. 4(i2-4B7; R. Chambers, Cold Spring Harbor Symp., 8: 
144, 1940. 
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into the softer and less resistant Na-salt. Such compounds are the pecti- 
nates, the soaps, the phospholipoids, some proteinates and others. These 
reactions taking place in the intercellar space and in the cell surfaces can 
be pictured by the follow iiig equation;^® 
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A^Miniiiig that in this manner a chemical reaction is superimposed upon a 
physical chemical reaction, the gradually differing effects of the alkaline 
earth anti the other bivalent rations can be interpreted as dependent upon 
weaker or stronger, upon more reversible or more irreversible, reactions of 
these ions with the cementing substrata. This concept is supported by the 
following observations.^® According to Locke and Overton,^^ a nerve muscle 
preparation loses its indirect excitability after being transferred from Ringer 
into NaCl, and regains its activity after the addition of Ca. Ca can be 
substituted only by Sr, but not by Ra, Mg, Co, Mn, ^^i, hexammin-cobalti- 
ion. However, the direct excitability, after being abolished by NaCl plus 
D.D5 per cent KCl, is restored after the addition of any one of these bivalent 
cations. A similar behavior has been found with the heart and the stomach 
of the frog. Their contractility, as manifesteJ either by spontaneous 
pulsation or as the response to an electric shock, is lost in NaCl and reap- 
pears only after the addition of Ca, Sr, and Ba. But, if paralyzed in Ringer 
plus D.075 per cent KCl, the heart recovers also with Co, Mn, Ni, the 
stomach with Mn and hexammin-cobalti-ion. Locke has accounted for 
his observations regarding the loss of the indirect excitability in the absence 
of Ca as indicating an interruption in the pathway of the impulses at the 
myoneural junction. In other words, normal conduction requires a “cement” 
between nerve and muscle tissue which can be loosened or tightened reversi- 
bly, but must possess some intermediate degree of stiffness in order to allow 
the conduction wave to travel across the synapse. In addition, there is 
needed a certain consistency of the structural colloiLls of each separate 
tissue, which, after being abnormally softened by a surplus of K, can be 
brought back to its normal state, not only by Ca or Sr, but in accordance 
with the Schulze-Hardy rule more or less by the adsorption of any bivalent 
cation. 

These different kinds of linkage between the colloidal aggregates, a 
physicochemical linkage on one hand, a more chemical one on the other, are 


“ J. F. Danielli and 11. Davson, J. Cell. & Corap. Physiol., 6: 495, 1935; I. Langmuir, J. 
Franklin Inst., 21B: 143, 1934; J. F. Danielli, Proc. Roy. Soc., London, Ser. R, 122 : 155, 1937. 
R. Hober, PflUger’s Arch. f. d. ges. Physiol., 1B2: 104, 1920. 

”F. S. Locke, Centralbl. f. Physiol., 8 ; 156, 1894; E. Overton, PflUger’s Arch. f. d. ges. 
Physiol., IDB: 17G, 1904. 
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manifested not only in a concatenation, as that on synapses, but also in 
many other cases. One particularly illuminating example is the behavior 
of the Fundulus embryo in Loeb’s experiments. The predominant influence 
of valence is displayed only while the embryos are develoiniig inside the egg 
membrane. This latter is a dead structure, probably keratin-like, and, as 
such, tough and rather impermeable to water. But a pure NaCl solution 
renders this membrane permeable, and it is this loosening effect which is 
antagonized rather indiscriminately by bivalent cations, as stated by Loeb. 
However, the embryo, liberated from the cover, can be protected against 
the injuring effect of pure NaCl only by Ca, and the rather closely related 
Sr and Mg, whereas even 13a is useless as a substitute for Ca. Thus, it 
becomes understandable why the combination of the cations Na, K, and 
Ca mostly satisfies the wants of active prr)to])lasm, insuring its physico- 
chemical, as well as its chemical, consistency.^^ 

3. Effects of Substituting Nonelectrolytes for Electrolytes, — 
It was mentioned previously (p. 289) that frog muscle, soaked in isotonic 
sucrose solution, after a short time (about 15 min.) loses excitability, but 
regains it after immersion in Ringer or any nontoxic solution conlaining Na 
ions.^^ Chemical analyses by Urano^“ and by Fahr^^ showed that, during 
the paralyzing process, the muscles, if carefully prepared and kept at low 
temperature, lose considerable amounts of NaCl (up to 91) per cent) by 
escape from the interflbral space, but of K, thf)ugh present in large quanti- 
ties inside the fibers, as little as B per cent (p. 253). Further, it was shown®^ 
that phosphate and lactate appear in the sugar solution, and that these losses, 
which indicate a rise of permeability, are accompanied by a strong increase 
of 02-consumption. In addition, a slight contracture is often observed. 
According to Overton, similar effects are brought about by the isotonic 
solutions of other lipoid insoluble, and chemically rather indifferent, sub- 
stances, like lactose, maltose, glucose, mannitol, alanin, and asparagin, 
which, obviously, by no means, are physically as harmless as originally 
assumed. 

These striking effects of the isotonic non electrolyte solutions can be 
counteracted by adding small amounts of salt — 0.97 per cent NaCl is enough 
to preserve the normal state. According to Fenn (loc. cit,), the abnormal 

With rpspect to the physiologieal effects of the liivalent inetRl ions, it should be mentioned 
that the aetiviiting properties of Mn, F c. To, Ni possibly can be correlated to some extent with 
their activating or reactivating power toward certain enzymes, particularly toward those 
concerned with oxidation-reduction processes. (See ftei'. 6, chaps. 27 and 2H, also L. Heller- 
man, Physiol. Rev., 17: 454, 1937.) Further, it should he borne in mind that amino-acids 
and proteins are known to form stable complexes with certain heavy metals: see Carl L. A. 
Schmidt, the lliemislry of the Aminu Acids and Proteins: Thomas, Springfield, 1938. 

E. Overton, PflUger’s Arch. f. d. ges. Physiol., 92 : 34B, 19l)f. 

““ F. Urano, Ztschr. f. Biol., 51 : 483, 191)8. 

“ G. Fahr., ibid., 52: 72, 1908. 

G. Emhden and H. Lange, Ztschr. f. physiol. Chem., 126 : 258. 1923; W. 0. Fenn, Am. J. 
Physiol, 97: B35, 1931; A. H. Hegnauer, ibid., 107; 667, 1933. 
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Oz-consumption and phosphate loss are considerably reduced also by the 
addition of CaClz or KCl in low concentration, the latter being known to 
paralyze in higher concentration and to provoke contracture. Even 
HCl (0.01 and 0.025 mol.) produces a rapid fall of Oz-uptake after sucrose 
treatm ent. 

In order to find an interpretation of these effects upon muscle, it seems 
to be useful to compare the behavior of erythrocytes under similar condi- 
tions. As previously described by Jacobs and Parpart/^ the osmotic 
resistance of the red cells of ox, as measured in equally hypotonic solutions, 
is greater in non electrolyte than in salt solution. Furthermore, the non- 
electrolyte solutions, either hypotonic or isotonic, cause an increase of 
osmotic resistance, which occurs in two stages; one rapid, which is readily 
reversible, and one slower, which succeeds and can extend over a long period 
of time. The rapid process is likely to be due to an anionic exchange 
through the anionpcrmeable surface membrane, comparable to the previ- 
ously (p. 254) descriVoed exchange of K and H througli a cationpermeable 
collodion membrane, by which, bcginniiig with equality of and and 
with Hf > Ho, K is shifted from outside to inside against an ever-increasing 
concentration gradient, while H moves in the opposite direction toward 
a diffusion equilibrium.^^ In a corresponding manner the plasma mem- 
brane of erythrocytes, transferred into a nonelectrolyte solution, is passed 
by anions (HCO3, Cl) from inside toward outside in exchange for an equiv- 
alent amount of OH, with the result of an increased ionization of hemo- 
globin, i.e., the formation of polyvalent hemoglobin anions (see Sec. 4, 
p. 249). In this way the osmotic pressure within the erythrocytes is 
decreased, and thus the osmotic resistance increased. The slow stage of the 
increase in non electrolyte solution is believed by Jacobs and Parpart to be 
due to an irreversible loss of electrolytes from the interior of the cells, i.e., 
not only to an escape of anions, because of the normal anionpermeability, 
but also to a pathological penetration of cations, mainly of 

From this comparison of muscle and red cells it appears that a common 
feature of the nonelectrolyte effects is a leakage of salts. Idle nature of 
this leakage will be discussed immediately. But, exchange of ions likewise 
plays a role in either case. With erythrocytes, due to their anionpermea- 
bility, the considerable diminution of ion concentration outside is succeeded 
by an increase of inside alkalinity; whereas, with muscle, due to its cation- 
permeability, an increase of inside acidity occurs. For, it previously has 
been shown that the surface of muscle fibers resembles the collodion mem- 


M. H. Jai'ob.s, BiDl. Bull., B2: 17B, 1932; M. H. Jacobs and A. K. Farpart, ibid,, 56: 512, 

1933. 

H. Nettcr, PflUger’s Arch. f. d. ges. Physiol,, 229: 107, 1928. 

S. E. Kerr, J. Biol, rhem., 86: 47, 1929; K. Ponder and B. Saslow, J. Physiol., 73: 267, 
1931 ; M. Mftizels, Biochein. J., 29: 1979, 1935; II. Davson, ibid., 33 : 389, 1939. About special 
behavior of cat’s blood corpuscles see H. Dnvson, Iop. cit. See, further, pp. 251 and 257 about 
aetive shift of K. 
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brane in the aforementioned experiment of Netter, and since, according to 
the theory of membrane equilibria, K^rKo equals HiiHo (p. 254), the 
diminution of Ko should be followed by an increase of IIi, and .vice versa. 
As a matter of fact, numerous experimental results fail to give unequivocal 
support to this theory. However, by changing Ko or IIo artificially, or by 
trying to influence Ht through metabolic stimuli (anoxia) or metabolic 
poisons (iodoacetate), so many secondary metabolic reactions are released 
(production of lactic acid, breakdown of phosphocreatin, dehydrogenations, 
and others), that even a fairly near approximation to the expected behavior 
may have a confirmatory value for the theory of excdiange of K and H in 
muscle. 

Now, as to the destruction by nonelectrolyte solutions of the normal 
impermeability to salts, the following hypothesis has been advanced by 
Danielli.®^ If a long-chain fatty acid is dissolved in an organic solvent 
(brorabenzene), which is immiscible with water, and which is in contact 
with an aqueous buffer solution of alkaline reaction (Na phosphate or 
borate), the fatty acid is ionized and a film of soap is formed at the inter- 
.face, with the long-ehain end of the anions adherent to the organic solvent, 
and with their hydrated carboxyl groups on the other end held in the buffer 
solution. The interfacial tension is lowered over a pH range of 5 to 10, the 
tension being lower with the more alkaline reaction, as shown in Fig. 3D. 
The tension -pH- curves have the same shape as the dissociation curves for 
the soap in the bulk solution, only differing in that the range of pH, over 
which the change t)f the intcrfacial tension occurs, is shifted about 3 units 
of pH toward the alkaline side.®® Thi^s shift is thought to be indicative 
of a Donnan equilibrium at the interface, the soap anions being retained in 
the film, the free buffer anions being predominant in the bulk of the aqueous 
phase, the cations (including H) in the film phase. In other words, the 
reaction at the interface can be considerably more acid than that in the 
bulk of the solution.®^ This conclusion is corroborated, among others, by 
observations upon the influence of ion concentration in the buffer solution. 
As shown in Fig. 3D, the displacement of the curves toward higher pH’s is 
greater with 0.001 mol. buffer than with 0.4 mol. But adding neutral salt 
(0.4 mol. NaCl) [Fig. 31) abolishes the shift, which is brought about by 
dilution of the buffer. This influence conforms to the usual effect of ion 
concentration upon the Donnan distribution (see See. 1, chap. 5). 

According to Danielli, these observations serve to shed light on the 

W. O. Ferm and 1). M. Cribb, J. (ipii. Physinl., 17; B2D, 1634; II. Nptter, FflUger’s 
Arrh. f. d. I’hysioL, 264 ; 686, 1034; A. II. Hfgiiauer, W. 0. Fenn, and D. M. L’abb, J. Cell. 
& Physinl., 4; 505, 1034. 

J. F. Danielli, Prcir. Roy. Soc., London, B122, 155, 1.937; further. Chapter 21 in H. Dav- 
aon and .1. F. Danielli, The Permeability of Natural Membranes; University Press, Cambridge, 
1943. 

See R. A. Peters, Proc. Roy. Soc., London, B133; 146, 1031. 

With this respeut, see the critical remarks of S. R. Craxford, 0. Catty, and T. Teorell, 
London, Edinburgh, and Dublin Philos. Magaz., Ser. 7, 26; 1041, 103B. 
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injurious influence upon cells of substituting non electrolytes for the elec- 
trolytes normally present in their environment. Various effects must be 
dealt with. As far as surface membranes of protoplasts are concerned, 



pH 

Fig. 30. — Fiffeft of dilution of Vmffer witli distilleil wiitcr. 
in % oleic acid. Buffer 0.4 mol. 

-h buffer diluted 20 times 
. buffer diluted 400 times 



pH 


Fig. 31. — Effect of dilutinn of buffer with 0.4 mol. NaCl. 
10% oleic acid. Buffer 0.4 mol. 

-h buffer diluted 20 times 
. buffer diluted 400 times 

Influence of j;ll on the interfacial tension at a soap film. 


which arc believed to be built up by organic solvents like lipnids, by proteins 
and enzymes, the lateral adhesion forces between the structural components 
of the membranes can be assumed to be affected by the change of 3 and more 
pH units in these membranes, the hydration of lipoids will be changed, the 
proteins can be subject to irreversible denaturation, the enzymes to inac- 
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tivation, and these disintegrating effects will be succeeded by internal 
alterations of metabolism, by escape of large amounts of K and of 
phosphoric acid, and other results. 

But, possibly, sugars, as the chiefly applied nonelectrolytes, may produce 
the functional impairment not only as osmotic substituents, but also by 
independent direct effect. It has been known for a long time that a certain 
solidification is induced by sucrose in the plasma membrane of plant cells, 
preventing, for instance, the separate fragments of the protoplast, which 
can be formed under the influence of plasm olysis by a hypertonic sucrose 
solution, from coalescing again, and causing during deplasmolysis a local 
rupture of the rigid membrane. This solidification may be compared to 
enhancement of gel formation and of shrinking of gelatin gels by sucrose and 
glucose, owing to their dehydration power (pp. 3D1 and 303). The inci- 
dentally observed smaller effect of mannitol compared to sugar upon the 
surface of red cells has been referred to the absence of the aldehyde group, 
which is thought to react with protein. 

The shift toward an acid reaction at the surface of erythrocytes, which is postulated hy 
the theory of Uaniclli, rei-ently has been shown by W. Wilbrandt, Verhandl. Schweizer Physi- 
ologen, llHO; PflUger’s Arch., f. d. ges. Physiol., 243: 537, 1940, 

E. Ktlster, Ber. dtsch. bot. Ges., 27: 5H9, 

I. Traube and F. Kiihlcr, Internal. Ztschr. f. physik. chem. ]liol., 2; 42, 1915. 

H. Netter, Pfltiger’s Arch. f. d. ges. Physiol., 222: 724, 1929. 
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THE INFLUENCE OF INORGANIC IONS 
ON FIBER AND CELL POTENTIALS 


In the IBth chapter, ions were shown to condition a greater or smaller 
activity of muscles and nerves or, better, to raise or to diminish their 
excitability, a normal degree of excitability being met only in the presence 
of a certain mixture of ions. Another kind of ionic influence becomes 
obvious in the ability of muscle and nerve to respond to a local change of 
the ionic medium by disclosing a potential difference or a resting current, 
comparable to the action current which follows excitation. Muscle and 
nerve are especially suiled for sluily of these electrical phenomena because 
of their fibrous structure. There is much less knowledge about the electrical 
properties of single cells which, as more or less sphcrieal units of small 
dimensions, are, in general, less suitable for attaching electrodes. The 
resting potentials, which are produced experimentally by altering the 
orilinary ionic atmosphere, require ])articular attention because, by such 
ionic effects, light is thrown on the nature of Lhe action potentials, the like- 
ness of which to the artificial resting potentials is often denied or doubted. 

1. The Salt Potentials of Resting Muscle and Nerve. — If one end 
of an uninjured frog sartorius muscle is brought into contact with Ringer, 
and the other end with Ringer the Naffl of which is replacpfl by another 
alkali or alkaline earth chloride, and if the two solutions are connected by 
suitable electrodes in a jioLentiometric set-up, an “injury” current develops, 
the strength and the direction of which depend upon the cations rejdacing 
Na.^"^ The cations appear to follow the order: K > Rb > Cs > Na > Li, 
K producing the strongest negative pole, Li a weak positivity, compareil to 
Na. This series has been met already (p. 2D0) as the order of rising excita- 
bility, after a short duration of exposure, or after exposure in a fairly low 
concentration. However, after treatment for a longer period or by a 
greater concentration, the increase of excitability, as exhibited with K or 
Rb, changes to a decrease, leaving the electronegativity unchanged (see 
p. 289). The order of anions is SCN > I ^ NO3, Br > Cl, wiih SCN 
producing the greatest positivity, which, however, after exposure for a long 
time or to a relatively high concentration, reverses to negativity. The 
same is true to a smaller extent with I. The excitability under correspond- 


R. Hiibpr, Pfliiger’s Arch. f. d. ges. Physiol., lOB : 599, 1995; see, further, R. Hbher, M. 
Andersch, J. libber, and B. Nebel, J. Cell. & Comp. Physiol., 13: 195, 1939. 
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ing conditions likewise changes from increase to decrease with SCN and 
I (p. 290). In general, the effect of cations is greater than that of anions. 

Nerves are similar to muscles. With one lead on the intact surface of an 
excised nerve, the other lead taken from one of the crushed ends dipping 
into strong KCl and serving as reference electrode, the potential difference 
is depressed by isotonic alkali chlorides in the order: K > Rb>Cs 
> Na > Li with frog nerve,'^'’’ in the order 11b > K > Na > Li with the 
unmyelinated nerve of the spider crab.^’ The effect of the inorganic 
anions, applied as Na-salts, has been found to be nil or very small, so that it 
remains questionable whether these effects are significant of the properties 
of the nerve membranes, or, rather, indicative of diffusion potentials. 
Measurements on single nerve fibers can be expected to make this clear. 

Another interrelation between excitability and resting pi)tential of 
muscle is encountered in experiments on the antagonistic effect of monoval- 
ent and polyvalent cations. Again, (see p. 31)4) it a])pears that the injuring 
influence of pure isotonic NaCl, or NaCl plus small amounts of K(U, is 
balanced by suitable small amounts of Ca, Sr, Ba, Co, Mn, Ni, but fails to 
be abolished by Cu, UO 2 and Cd. Fiirtlicrin[)re, the trivalent cobalt 
complex salts, e.g., [Co(NTT 3 )(,]Cl 3 , exhibit a balancing effect, while the 
monovalent, e.g., [Co(NH 3 ) 4 (N 03 ) 2 lCl, do not. Nerves are subject 

to the same rulD.**° However, after nerve or muscle has been submitted 
to isotonic alkaline earth chloride, even KCl, at a strength as high as fully 
isotonic, is prevent eiT from, or at least delayed in, juovoking negativity.®^ 
This ‘^tanning” action increases in the orcler: Ca < Sr < Ba. It is pro- 
tective not only against KCd, but also against various chemicals, which for 
one reason or another (see later, p. 338) produce negativity, e.g., 
amylurethane, saponin, veratrine, salicylate. These latter experiments 
have been done with the nerve of the marine spider crab.®“ 

Taking into account these various observations on the salt p[)tentials, 
and further referring to the aforementioned effects on excitability of muscle 
and nerve, it is suggestive to interpret the bioelectric phenomena as surface 
effects taking place in the plasma membrane. Such an idea was presented 
for the first time 50 years ago by W. Ostwald,®^ in pf)inting out that precipi- 

See also, T. Seo, Pfluger’s Arrb. f. d. ges. Physiol., 2D5 ; 485, 1024. A markedly different 
behavior of an invertebrate muscle, thr striated portion of the addiirlor of Peeten, has been 
found by H. B. Steinbauh, J. Cell. & (’imip. Ptiysiol., 3: 21)8, and 7: 271, 1935. 

H. Netter, PflUger’s Arch. f. d. ges. Physiol., 21B: 310, 1928; J. van Ileuverswyn, ArL*h, 
internat. de physiol., 43: 316, 1936. 

W. Wilbrandt, J. Gen. Physiol., 20: 519, 1937. 

See, further, S. L. Cowan, Proe. Roy. Soe., B115: 2.6, 1934; R. Hiiber and H. Strobe, 
Pflilger’s Arch. f. d. ges. Physiol., 222: 71, 1929. 

R. libber, PflUger’s Arch. f. d. ges. physiol., IBB: 531, 1916. 

*“R. Hbber, Pfluger’s Arch. f. d. ges. Physiol., 1B2: 104, 1920; also R. Hbher and H. 
Strobe, ibid., 222 : 71. 1929. 

Hbber, Pfluger’s Arch. f. d. ges. Physiol., lOB: 599, 1905. 

«R. Guttman, J. Gen. Physiol., 23: 343, 1949. 

W. Ostwald, Ztschr. f . physik. L’hem., 6 : 71, 1890. 
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tation membranes arc the seat of considerable electromotive forces that 
may be thought of as due to selective ionpcrmeability. This view was 
supported by the just-mentioned later observations, according to which the 
bioelectric potentials are influenced by inorganic ionsin such a way as to 
recall two of the most familiar rules of ionic effects on colloids, the Jyotropic 
series and the Schulze-Hardy rule. The ionic effects on the potential sug- 
gest the presence of a colloidal membrane, which shows both hydrophilic 
and hydrophobic attributes. The hydrophilic character, on the one hand, 
for instance, is illustrated by the series of the monovalent cations Li, Na, Cs, 
Rb, K, which with its characteristic location of Cs has been met in model 
experiments oidy with hyilrophilic c-olloids (p. i2.*)4) and, in addition, has 
been encountered frequently in physiology (p. 2D3); while, on the other 
hand, the membrane resembles the hydrophobic colloids in the applicability 
of the valence rule.”^ Finally, a colloidal character is suggested by the fact 
that in many of the aforementioned experiments the physiological activity 
of the cations has been founil to surpass that of the anions, presumably 
because the colloidal components of the cells generally carry a negative 
charge. 

2, The Membrane Theory of Biopolentials. — Arguing in this way, 
the colloid theory of Ihe bioeleclric potentials aj)pears as a natural comple- 
ment of the rather commonly accepted vicinhr^ine theory of biopotmtials, 
which on the basis of Ostwald’s conclusion was developed 4D years ago by 
Reriistein.®^ The characteristic feature of this concey)t is the assumption 
of a selective membrane permeability to cations, particularly to K ions, 
which arc j)resent in excess inside the muscle fiber and many other cells, 
and therefore can establish a concentration potential drop from inside to 
outside across the membrane, of such magnitude as is otherwise obtained 
only with metallic electrodes in a concentration chain. The more selective 
the i)ermeability, in other words, the greater the difference in the ratios of 
cationic anil anionic mobilities inside the membrane structure and the 
bordering aqueous solutions respectively, the greater is not only the poten- 
tial drop, blit also the ohmic resistance in the system. After disinlegration 
of the structure, both the membrane resistance and the potential drop 
disappear. Therefore, a local damage is followed by the appearance of a 
potential difference between the intact and the damaged surfaces, and an 
injury current starts flowing in the outer circuit from the intact surface as a 
positive pole to the injured portion as a negative pole, with an electromotive 
force equal to about 70 mV in a frog muscle. The objection has often 
been raised to the membrane theory that there arc other means to account 

With regard to tho loi-ation of Vs in llip hydrntropir scrips near to Na and not beyond K 
it should be mentioned that NeLler (I’fliiger's Arrh. f. <1. gcs. Physiol., 218; 310, 1928) and 
others refer this unexpected loeation to the fiu*t Ihat Ts resembles the alkaline earth ions in 
some of its chemieal properties. 

J. Bernstein, PflUger’s Arch. f. d. ges. Physiid., 92: 521, 1PD2: J. Bernstein, Elektro- 
biologie; Ft Vieweg, Braunschweig, 1912, 
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for the persistence of the unequal distribution of ions between inside and 
outside than selective ionpermeability of the surface membrane. But, 
particularly by recent experiments on giant cells, conclusive evidence 
has been advanced in favor of the membrane theory. The procedure 
is, for instance, as follows:®® A single cylindrical cell of the fresh-water 
plant Nitella is placed in a groove in such a way that, close to one end, two 
slimularmg electrodes are attached to the cell; two other electrodes, more 
toward the center of the cell, touch its surface opposite to each other, thus 
permitting measurement of the transverse resistance, while another elec- 
trode is located at the other end, serving to record the action potential wave 
which travels along the cell after a stimulus has been applied. This arrange- 
ment makes it possible to follow at one point of the surface simultaneously 
the variations of the resistance and the membrane potential. The results 
show that, fairly coincident with the action potential wave, i.e., the wave of 
propagated negativity, which has a duration of two to three seconds, the 
transverse resistance drops and then rises again. In other words, the 
membrane passes through a short phase of structural breakdown, as indi- 
cated by both the rise and fall of electrical conductance and the concomitant 
loss and gain of selective ionpermeability. The size of the effect of stimula- 
tion is such as to bring about, e.g., a decrease of resistance from about 
100, ODD ohm cm.^ to an average ‘value of 500 ohm cm.^ Corresponding 
experiments on the single giant axon of the stellar nerves of the squid 
[Loligo) have shown that, as the negative wave of excitation passes 
between the resistance electrodes, the resistance falls from the resting value 
of 1,000 ohm cm.^ to about 25 ohm cm.^ 

It is suggestive to consider that this closely associated temporary drop 
of potential and of resistance during excitation, indicating a loss of selective 
cationpermeability, may be accompanied by an escape of electrolyte from 
the interior of the cell, although, besides other factors, the short duration 
of the breakdown (i.e., a small fraction of one second with the squid nerve) 
is unfavorable to proof of this assumption. However, in the experiment 
with the more slowly reacting Nitella, it has been observetl that after a single 
stimulation the conductivity fails to return to its prcvi[)us value, but remains 
at a higher value for some time, an[l that on repeated slimulation Lhe con- 
ductivity becomes progressively higher; but that there is an immediate 
return to the initial value, when water is circulated along the cell. This 
may indicate the increase of conductivity to be due to a loss of electrolyte 
from the cell during excitation. This fits in with many statements con- 
cerning the increase of permeability involved in experimental or in normal 
changes of functional activity.®® 

K. S. Cole and II. J. Curti.s, J. Gen. Physiol., 22 : 37, 1938. 

K. S. Cole and II. J. Curtis, J. Gen. Physiol., 22: 04.9, 1939; see also Sec. 4, p. 278. 

See pp. 350ff-, further, K. S. Cole, Cold Spring Harbor Symp., 8: llD, 1940. Older 
literature in ehap. 8 of R. llober, Physikallsehe Chcniie der Zelle and der (JpAvebe, fith ed., 
Engelmann, Leipzig, 1920. 
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3. The Nature of Selective iDupermeabilily of PhysicD chemical 
and of Phy si Illogical JVIembranes. — ^Tlie ccncept of a selective ion- 
permeability of iiieinbraiies, wliieb at first introduction wa.s? considered 
rather fantastic, but soon was well supported by Koeppe’s*^® demonstration 
of the anioiipermeability of ihe erythrocytes, became a powerful stimulus 
to a systematic investigation of various simple iiioilel substances with 
respect to their properties as membranes separating different electrolyte 
solutions. The most important models resulting from such studies are the 
porous collodion membrane of Miehaelis®“ and the oil-like solvent membrane 
of Beutner.®^ 

The dried collodion membrane (see also Sec. 1, p. 70) aifls in elucidat- 
ing the behavior of the muscle and the nerve membranes in the following 
respects: 

1. A wet collodion membrane with sufficiently wide pores, interposefl 
between two solutions of the same alkali salt in different concentrations, 
yields a low membrane potential, which is equal to a diffusion jiotential. 
It is zero with KCl because with this salt the cationic mobility u is the same 
as the anionic mobility v. Drying the wet membrane raises the potential. 
It can approach the theoretically maximal value, which at room tempera- 
ture and with a concentration ratio 1D:1 of the two solutions is equal to: 


E = 


RT u — V 

F n + V 




This is due to v becoming zero, because by drying the porosity of the mem- 
brane is decreased in such a way thal it becomes anionimjiermeable and 
only the permeability tf) K persists. The membrane is ‘‘polarized” with 
the positive pole oriented to the lower concentration. With membranes 
dried only to a lesser degree other cations also can enter the membrane 
according to the order: Rb > K > Na > la, whereas the anions have a 
minor or no effect. 

2. Here the order of the cations is not the order of their atomic size, 
as could be expected with regard to porosity, but it is Lhe order of their 
ionic mobility signifying that the atomic size is increased by hydrtition, in 
other words, by a shell of water dipoles, largest with Li and smallest with K. 

3. The preferential eationpermeability depends upon the negative 
charge of the pore walls of the membrane, which is due to the ionizable 
acidic groups attached to the collodion (nitrocellulose) molecule. This 
charge can be converted to positive by iinprcgn.il ing the membrane with 
adsorbable organic bases, for instance, basic dyestuffs or alkaloids or pro- 


II. Kricppc, I’fluger’s Arrh. f. d. ges. Physiol., 67: 180, 1897. 

®“L. Miuhaelis, Naturwissenschaflen, 14: 33, 102G; L. Mirhaelis and A. Fujita, Biochem. 
Ztschr., 159: 370, 1925; IBl: 47, 1925. 

R. BeutHpr, Am. J. Physiol., 31: 343, 1912; Die Entstehung electrischer Strbine in 
lebenden Geweben.: Enke, Stuttgart, 1929. 
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tamines.®^ The result is a selective anionperm cable membrane, with the 
negative part of the electric double layer of the diffusion potential oriented 
toward the more dilute solution and with the potential height indicated 
by the order of the anions: SCN > NO 3 > I > Hr > U1 > Sf) 4 .^^ This is, 
in contrast to the findings with the cationpermeable membranes, not the 
order of ionic mobility, which would be I, Hr > Cl > NO 3 > SCN. Rather 
it is the lyotropic series of anions (p. 293). Ilencc it is evident that the 
ability of the various ions to penetrate the collodion membranes, both the 
impregnated and the non impregnated, does not measure their diameter, 
incluiling the sphere of water molecules, as at first believed to be the case 
with the cations, but that it is determined in some other way by hydration; 
namely, with cations and with anions the 'pcnetrailng abiJify increases with 
decreasing hydration or rather with increasing adsorption. For, as has 
been mentioned earlier (p. 299), the least hydraled ions have the greatest 
adsorbability.®'^ When a salt approaches by diffusion the surface of the 
cationpermeable membrane, the anions act like being repbdled; they are 
restricted in their mobility by the charged negative groups, which are fixed 
immovably to the colloilion. On the other hand, the cations act like 
attracted, with K more effectively than with Li. This is partially due to 
adsorption, which is greater wilh the less hydraled K than with Id, and 
partially, perhaps chiefly, due to the fact that many more pores are avail- 
able to the small Iv than to the big Li irm. Correspondingly, with the 
anionpermcable membrane the less hydraled SCN is more effective than 
SO 4 (see p. 299). Thus, it appears that the electrochemical activity of the 
membranes must be correlated with both the number of ionizable groups 
per unit of area in the membrane and with the relative size of the movable 
cations and anions.®'* 

4. The same interrelationship between the electrical charge of the mem- 
brane substance, the ionic diameter, and the height of the electromotive 
force obtains with membranes, which are more analogous to the physiological 
conditions than the collodion membrane, and the charge of which can easily 
be shifted, as observed with membranes composed of colloid ampholytes like 
protein or gelatin. These membranes arc preferentially permeable to the 
cations on the alkaline side of their isoelectric point, to the anif)ns on the 
acid side. CiH-rc-pipiidiiigly, their membrane potentials arc oriented in 

R. Mond and F. Hoffmann, Pfluger’s Aruh. f. d. ges. Physiol., 220: 194, 1028; W. Wil- 
brandt, J. Gen. Physiol., IB; 933, 1035; I. Abrams and K. Sollner, ibid., 2B: 3(59, 1943. 

Regarding the theory of this influenue of charge upon permeabilily see K. H. Meyer, with 
J. F. Sievers and II. Hauptmann, Helvct. chein. aeta, 19: B49, 6155, 94 8, 987, 193 0; and 20: 
634, 1937; T. Teorell, Proc. Nat. Aead. Sf., U.S.A., 21: 152, 1935; Proe. Sf)L*. Exper. Riol. 
& Med., 33; 282, 1935; W. Wilbrandt, Ergebn. Physiol., 4D: 204, 1.938; K. Sollner and C. W. 
Carr, J. Gen. Physiol., 2B: 1, 1944. Also sec Set*. 1, p. 71. 

See H. Freundlich and A. Sehnell, Zlsehr. physik. ['hem., 133: 151, 1928. 

See K. Sollner, I. Abrams, and G. W. Carr, J. Gen. Physiol., 24: 467, and 25 : 7, 1941; 
25: 411, 1942; 25; 17, 1942; 2B: 119, 1944; also W. Wilbrandt, ibid., IB: 933, 1935; Ergebn. d. 
Physiol., 40 : 294, I93B. 
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directions opposite to each other on cither side of the isoelectric point, and 
display by the potential height the oriler of the cations and the anions 
respectively. For instance, measuring the influence of the ions on the elec- 
tromotive force of the system: O.liV NaCI | gelatin | D.l iVNaX, the following 
values (mV) have been observed:®® 

at pH 3 with X = SrN I Cl SO 4 , 

+ 8.8 +3.2 +0.2 -27.7 

NaX being the + pole f)r ihe — pole; 

with a system: 0.1 N KCd | gelatin | 0.1 N YCl: 

at pH 9.4 with Y = K Na Li 

0 +5.7 +13.2 


YCl being the + pole. 

A similar behavior is shown by natural animal membranes. In particular, 
the eleetrie properties of the frog skin have been investigated for various pur- 
poses [see Sec. 8). The overall value of this membrane potential is the algebraic 
sum of at least three separat e potent ials. One, the skin ot ential semv titridi ori, 
which is located in llie exterior layer of this complex structure and which is dis- 
played, if a freshly excised piece of the skin is bathed on both surfaces by Ringer’s 
solution, is somehow coniicctcfl with the life state of the ei)ithelia. A second 
potential is an ordinary diffusion potential, which is brought to evidence if the 
skin is placed between salt solutions of different concentrations; it probably 
is bound up to the deeper layers of the skin, the fibrous connective tissue, includ- 
ing blood vessels, sni[)oLh muscles, and nerves. The third potential is a membrane 
potential, which is left after the skin has been killed (c.g., by an acid at about 
pH4). It is signified as such liy the fact that its direction can be changed by 
changing the pH, similar to the behavior of the af uremcnl ioned colloid-ampholyte 
membranes; above pH4.5 the dead skin is preferentially permeable to cations, 
below to anions. For this reason, the iiiembraiie in question is assumed to con- 
sist of a protein located in tlic tighter exterior layer and having an isoelectric 
point around 4.5; and, indeed, this pH coincides fairly well with the reversal 
point for electroosmosis across the skin. 

Returning now to HcriLstein’s membrane theory (p. 315), its main 
fundament was considered the great surjilus of K inside the muscle fiber, 
the inside concentration in frog muscle being about 20 to 40 times greater 
than the outside coneentratioii.®® Most of the K is supposed to be free. 
How much is bound, is so far unknown.®® It has been meiitioiUMl before 


T. Matsun, PflUger’s Arch. f. d. gcs. Fhysinl., 20D: 132, 1923; R. Mond, ibid., 2D3 : 247, 
1.924; A. Fujita (L. Michaplis), BiDcheiii. Zlschr., 152: 245, 1925; see, further, A. Bethe and 
T. Toropoff, Zlschr. f. physik- (3ipm., BB: 58B, 1914, and 89: 597, 1915. 

B7 W. R. Amherson and H. Klein, J. Gen. Physink, 11: 823, 1928. M. Sumwalt. W. R. 
Amberson, and E. Michaelis, J. Oil. & Cniiip. Physiul., 4: 49, 1933; M. Sumwalt, Biol. Bull., 
64: 14, 1033. 

W. D. Fenn, Physiol. Rev., 16: 450, 1030; 20: 377, 1949. 

See Sec. 7. 
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that muscle activity always is accompanicrl by loss of K to the blood (p. 257) 
and that K can move from the blood into the muscle against the concentra- 
tion gradient^ ““ in agreement with the expectatit)ns of a membrane equilib- 
rium (sec Sec. 4, p. 254 and Sec. 8, introduction). Thus, a membrane 
potential dependent upon a selective K permeability can be anticipated. 
According to chemical analyses of muscle, the fibers appear to be imperme- 
able to Na and to anions (sec Sec. 4, pp. 253ff.). With 23 mg. per cent K in 
the outside Ringer and about 400 mg. per cent inside the fibers, after destruc- 
tion of one end of the muscle (sartorius) the height of the injury potential 
could be expected to be 

E = 50 log 3 wiV (at 22°). 

But in reality it has not been founil higher than an average of 41. B mV.^°^ 
Increasing Xp causes E to fall off — as it should — toward zero. It should 
even be reversed, if. Kp > This postulate of the theory was not com- 

plied with ill earlier experiments/^^ evidently because the muscle had been 
soaked or perfused for some time by isotonic XCl and was killed by this 
treatment. However, the postulate has been fulfilled in recent experiments 
on the giant squid nerve fibers, where with half or full isotonic KCl a reversal 
of the potential difference of 15 mV appeared. 

The difference between 73 and 41. B mV is more or less understandable, 
taking into consideration the following situation : 1. The interfibral fluiil and 
the tissue space between I he fiber bundles form short circuits; 2. The various 
anions do not fail entirely to influence the height of the potential [j>. 313) 
and can be assumed to jienetrate the muscle membrane to an inrlivirlually 
different degree; 3. The K concentration between the fibers inside the whole 
muscle may easily be somewhat higher than in the bathing soliilion, tine to 
slight damage or to 1 w ii ching; 4. On the other hand, a certain and probably 
variable fraction of Kt is nt)t free, but bound; 5. Slight up and down effects 
of anions upon the potential were interpreted earlier as indicating changes 
in the colloidal state of the membrane components. This was especially 
obvious from the fact that the most influential anions, SCN and I, provoke 
at the beginning of their application a positive pole which afterward reverses 
to a negative pole (see p. 313; see, further, reference No. 74). 

By all this, evidence is afforded that a rigid collodion-like porous mem- 
brane serving for selective ionpermeability is not adequate to portray the 
physiological conditions, and that a more flexible colloidal structure is more 
satisfactory as a model of the muscle membrane. Moreover, the rigid 
collodion membrane cannot be expected to show the balancing effect of 
mono- and divalent cations. 

luu'VY. 0. Fenn, Am. J. Physiol., 112: 41, 19.S5; Physiol. Rev., 20: 377, 19411; W. O. Fenn 
and D. M. Cobb, Am. J. Physiol., IIB: 345, 1939. 

A. II. Hegnaupr, W. O. Fenn and D. M. Cobli, J. Cell. & C'omp. Physiol., 4: 505, 1934. 

R. HfibtT, PflUger’s Arch. f. d. gos. Physiol., IDB: 599, 1905. 

II. J. Curtis and K. S. Cole, Am. J. Physiol., 133 : 254, 1941 ; further, S. L. Cowan, Proc 
Roy. Sue., B. 115: 216, 1934; D. A. Webb & J. Z. Young, J. Physiol., 9B: 299, 1941). 
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Regarding nerves, it has already been mentioned (p. 314) that the 
character of their resting potential resembles that of muscles. It should 
be added here, as significant for the colloidal properties of their membrane, 
that the depressant influence of K and Rb upon the potential can be antag- 
onized by 

Moreover, nerves have furnished specimens, which appear to be exceed- 
ingly favorable objects for more crucial tests of Bernstein’s membrane theory 
(see p. 315), the excised giant axons of the srpiid. These cylindrical fibers 
are large enough to yield at tlieir cut ends enough axoplasm for determining 
the inorganic and organic constituents (about the results, see p. 257). In 
studies on the excitation wave of these objects by Webb and Young,^^*^ 
K, : Ko was found to be 23. Assuming that during rest tlu^ membrane 
separating the axoplasm anil sea water be permeable only to K, anti that 
during the passage f)f an excitation wave the membrane be rendered perme- 
able to anions, the calculated value is about 85 mV. The observed value 
(average of 7 experiments) was 77 mV. In corresponding experiments, 
Hodgkin and Hiixley^"^ have obtaineil values up to 95 mV. With one lead 
from the intact surface and the second from the injured end, a resting 
potential of 50 mV has been measured, this lower value probably being due 
in part to the liquid junction potential between the axoplasm and the fluid 
surrounding the injured end. Finally, about the same average value 
(51 mV) has been observed with an “impaled” giant fiber, i.c., with one 
capillary fluid electrode piercing the axon membrane and pushing inside 
along the axis, until its tip is opposite to the tip of the second electrotle out- 
side the fiber. Under such conditions the impaleil axons often remain 
excitable for many hours. It is obvdous that the various, and partially 
contradictory, results of this group of experiments need further study. 

However, in any case it must be realized that there is a considerable 
number of observations indicating that, at variance to the symptoms of 
impermeability to ions or also to signs of a slight passive penetration, there 
is evidence of an ample, though slow and probably active, passage being 
superimposed and detectable mainly by chemical instead of physical means 
of analysis. A striking example concerning muscle, which has been men- 
tioned before (p. 257), is the result of feeding rats a K-poor diet for several 
weeks. The K-deprived rats show a loss of about 50% of K in their 
muscles and a concomitant rise in Na. The K remaining in the deplete<l 
animal is located practically entirely inside the fibers, and Na has passed into 
the fibers to such an extent that there is more intracellular than extracellular 

R. Hiiber and H. Strobe, PflUger’s Arch. f. d. ges. Physiol., 222: 71, 1929; S. L. Cowan, 
Proc. Roy. Soc. B. 115: 216, 1934. 

A. Webb and J. Z. Young, J. Physiol., 98: 299; 1940. 

A. L. Hodgkin and A. T. Huxley, Nature, London, 144: 719, 1939; further, H. J. Curtis 
and K. S. Cole, J. Cell. & Comp. Physiol., 19: 135, 1942. 

H. J. Curtis andK. S. Cole, Am. J. Physiol., 133 : p. 254, 1949; J. Cell. & Comp. Physiol., 
16: 147, 1949. 

los’L. A. Heppel, Am. J. Physiol., 127: 385, 1939. 
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Na, in some cases even twice as much. This probably must be accounted for 
as the effect, not of a passive penetration, but of an active transport, com- 
pensating for the loss of K during the long period of deprivation. Such a 
process, which really is a shift of Na against a diffusion gradient, is not 
unlikely on the basis of many similar observations with various plant cells, 
with kidney and liver, where the shift of cations and of anions is bound up 
with metabolic reactions which supply the necessary osmotic energy (sec 
Sec. B.). That single animal cells also make use of such a mechanism, has 
been demonstrated with human erythrocytes,^ which for a long time were 
assumed to be impermeable to cations under “normal” conditions, but which 
are now known to show an exchange of K and Na when kept for many 
hours at body temperature in the presence of glucose. Accompanied by 
utilization of the sugar, Ki increases, Nai decreases. Moreover K, which 
previously was lost, re-enters the cell after addition of glucose. Tn contrast, 
at low temperature which stops the metabolic reactions, both K and Na 
diffuse with the concentration gradient. It often has been conceived a 
universal phenomenon that cells have to expend energy, even at rest, in 
order to preserve the dynamic state, which is characteristic of life. Also, 
the normal polarized state of frog and crab nerve, as indicated by the con- 
stancy of their resting potential, cannot be kept on its high level without 
expenditure of energy. It falls off during anoxia, and rises anew after 
return to oxygen. These effects upon the resting potential seem to be 
due to the appearance of lactate and pyruvate in the normal glycolytic cycle 
of muscle and nerve tissue and to the oxidation of these intermediary 
products. Only with this cycle intact anil with oxygen being present can 
the membranes keep their normal molecular organization, upon which 
depends the normal polarized state of rest.’^® Attending failure in this 
regard, K, along with some anions, escapes, as it may escape also during 
excitation. This is quite to be expected, since it has been shown definitely, 
mainly due to the aforementioned observations of Cole and Curtis (p. 3 IB), 
that the electrical resistance of the surface membrane falls off considerably 
when the action potential wave travels along a Nitella cell or along the giant 
axon of the squid. Oxygen may then serve not only to rebuild the mem- 
brane, but also to cause backtransport of lost contents. However, notwith- 
standing the high concentration gradient of K from inside to outside, it has 
often been denied that the decrease of the polarization is associated with a 
release of K. It is true, muscle activity is always accompanied by the loss 

J. E. Harris, J. Biol. Chenri., 141: 579, 1941; W. Wilbrandt, Pflliger’s Arch. f. d. ges. 
Physiol., 243 : 519, 194 [); see further: H. Davson, J. Cell. & f’oiTip. Physiol., 16 : 317, 194D; ("old 
Spring Harbor Symp., 8; 215, 1040; also See. 4, p. 251. 

Furusnwa, J. Physiid., S7 : 325, 1929; R. W. (ierard. Am. .1. Physiol., 92: 498, 1929. 

112 T. P. Feng, J. Physiol., 76; 477, 1.932; A. M. Shanes and I). E. S. Brown, J. Cell. & 
Comp. Physiol., 19: 1, 1942; further, 19: 249, 1942; see also Sec. 8, chap. 38. 

About the influence of ions upon respiration as referred to the colloidal structure of the 
nerve membranes, see T, H. Chang, M. Shaffer and R. W. Gerard, Am. J. Physiol., Ill : BBl, 
1935. 
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of K, but this can be an immediate consequence of tiK" contraction process 
(see p. 257). In nerves there is no conclusive evidence for a release of K 
cither on stimulation or on oxygen lack.”"^ However, it must be realized 
that the chances of "li! iiin-ii j such evidence are rather poor. In myelinated 
frog nerves the loss probably is restricted to the small area of the Ranvier 
nods, and recent measurements of the changes of the impedance and of the 
capacity during excitation have yielded the surprising result that in the 
giant axon of the squid only 2% of the area of the membrane, in Nitella 15 %, 
are involved in the increase of permeability.'^^ If, then, during the short 
rliiration of an excitation wave, electrolytes should escape, the small amount 
could evade demonstration, provideil the loss was repaired immediately by 
a backtransport similar to a secretory active transfer. The best chance for 
a demonstration of such escape might be offered by an object, the excitation 
reaction of which travels with low speed, and the local depolarization of 
which is correspondingly of a relatively long duration, as it is in Nitella, 
where, in an experiment referred to before (p. 316), there has been found, 
indeed, some indication of leakage."® 

In conclusion, some earlier observations of J. Loeb, Osterliout, and others, 
correlating colloidal and electrical properties of certain animal and jdant 
membranes, may be discussed. According to Loeb, the etjgs of the brackwater 
teleost Fundvlus can be kept living in sea water as well as in pure water. When 
an egg is put into KCl solution, the heart of the embryo, which is covered by a 
thick egg membrane, the chorion, stops beating, after the salt diffusing across 
the chorion and the ectoderm of the embryo has reached a certain concen- 
tration. Loeb and Cattell"^ have found that the cessation of the heart-beat 
persists over many hours in distilled water as well as in isotonic saccharose 
solution, or, more generally, in absence of ions, while the pulsation reappears 
readily after adding a nonpoisonous salt to the surrounding fluid, the rate of 
recovery increasing with tlie salt concentration. Also low concentrations of 
acid have a recuperating effect.^^® 

The surprising influence of the lack of ions seemed to have found a satis- 
factory explanation by Sumwalt,^^“ who ascribes this effect to the resemblance 
of the chorion to a dried collodion membrane. According to Michaelis, KCl 
cannot go across this membrane into distilled water because it is impermeable 
to Cl, but after NaCl has been added to the water, movement of K occurs by 
exchange of Na. This has been proved to be true mainly by measuring the 
membrane potentials. The same procedure has been applied by Sumwalt to 
the chorion of the Fundulus egg. Dne micro electrode was fixed ^n the sub- 

W. O. Fenn, J. Neurophysiol., 1 : 1, 1938; S. L. I'owan, Pror. Roy. Soc., London, B. 116 : 
21B, 1934. 

K. S. Cole and H. J. Curtis, J. Gen. Physiol., 22; 37, 1938; 22; 4B9, 1.939. 

Only after an exceedingly prolonged stimulation (BD stimuli per second for one to three 
hours) the excised myelinated frog nerve has been found to release considerable amounts of K 
(V. Arnett and W. S. Wilde, J. Neurophysiol., 4: 572, 1941). 

J. Loeb and McKeen Cattell, J. Biol. Chem., 23: 41, 1915. 

r.oncerning this effect see also M. Sumwalt, Biol. Bull., B4: 114, 1933. 

“0 M. Sumwalt, Biol. Bull., 66: 193, 1929. 
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chorionic space filled with m /2 KCl, another electrode was placed in solutions 
of varied composition outside the egg, and the potentials (during less tlian a 
half-hour) Were measured across the chorion. It was found that, with K 
outside at various concentrations, the more dilute solution is positive; that with 
different anions (Cl, Br, I, ND 3 , SCN, acetiite) tlie potentials are equal; and 
that, varying the alkali cations (in m /20 00 solutions), Li solution is the most 
positive, Cs solution the most negative. By these results it was made evident 
that the chorion membrane is selectively permeable to cations, or, more correct, 
is more permeable to cations than to anions. 

However, these measurements do not account for some especially significant 
observations of Loeb and Cattell. It was mentioned before that the heart of the 
embryo, which had been stopped by XCl, starts beating again in salt solutions 
of a certain strength. Varying the anions of Na-salts, it appeared that the 
recovering power is greatest with citrate and falls oft' in the order; citrate 
> SO4 > tartrate > acetate, I > Br > Cl, NO3. This is unexpected, mainly 
for two reasons. First, it is at variance with the aforementioned indifference 
of the anions toward the chorion potentials. Second, the order of anions 
reminds one of the Hofmeister series, but, disregarding some irregularities, 
the succession of ions runs inversely to the usual order (p. 302). The following 
points will contribute to a clearer understanding. First, the indifference 
of the anions, as stated in the potential measurements, may be due to the brief 
period of the time of observation, during which the penetration of the cations 
was predopiinant. Second, in order to influence the heart-heat, not oidy the 
chorion, but also the ectoderm and underlying tissue of the embryo, must be 
penetrated. Third, especially citrate, but tartrate and phosphate also display 
their recovering power for a short interval only, which is followed by poisoning. 

These experiments of Loeb and Cattell can be compared to some extent 
with experiments of Raber^^^ on the thallus of the marine alga Laminaria, 
studied by the method of Osterhout.^^^ One to two hundred discs of the 
foliage were piled up to form a cylinder and soaked in salt solutions, replacing 
the normal milieu, sea water. Conductivity measurements served as indi- 
cating the ioiipermeability of the cells composing the plant tissue. With 
different Na salts the conductivity rose fairly rapidly with SCN, 1, Br, Cl, 
NO3, faster with acetate, and fastc.st with SO4, tartrate, phosphate, citrate. 
This behavior reminds one of the inverted Hofmeister series as much or as 
little as in the experiments of Loeb and Cattell. However, the significance 
of the experiments is considerably reduced by the fact that the half-molar 
pure Na salt solutions can be assumed to impair the life of the cells (p. 245) as is 
evident regarding citrate, phosphate, and tartrate. Furthermore, tlie subject 
of this study is a tissue composed of several structures, the cells, the cell 
walls, and the intercellular substance, each of which offers a specific resistance 
to the current, contributes to the conduction according to its relative volume, 
and possesses unknown specific colloidal properties. 

Finally, attention also must he turned to the fact that even colloidal material, 
which is simpler than the double membrane of the Fundulus egg or the com- 
posite architecture of Laminaria, displays the phenomenon of inversion of the 


12“ See, further, J. Loeb. J. Biol. Chem., 27: 3.3.9, 353, 3B3, 1916; 28: 175, 1916. 
O. L. Raber. J. Gen. Physiol., 2: 535, 1929. 

W. J. V. Osterhout, Science, 35: 112, 1912. 



Chap. 17] INFLUENCE DF INORGANIC lONB ON FIBER POTENTIALS 325 


Hofmeister series of anions, for instance, under the influence of higher salt 
concentrations or after shifting the pH in one or the other direction (see pp. 
3D0fT). 

Hence, it is obvious enough that a more thorough investigation of these 
different processes is needed, before they may be quoted as counter-evidence 
against an interpretation of physiological states or processes, as analyzed in 
this chapter, on the basis of colloid chemistry. 






18 

PHYSIOLOGICAL SIGNIFICANCE OF THE 
ELECTROKINETIG OR f-POTEN TIALS*^’ 


The basic principle of the hioelertric membrane potentials can be illus- 
trated by referring to the electromotive force e of a Helmholtz concentration 
chain of the following type: ci AgNOa | Ag | C2 AgNOa, where the electric 
current is led off from ci and cz by identical fluid electrodes suitably con- 
structed to avoid the establishment of liquid junction potentials at the 
contact with ci and C 2 (Sec. 1 , p. S4). Then, if ci > cg, e = 62 — ei = k log 

y — k log — , corresponding to the two potentials at cither surface of the 

silver diaphragm, which separates Ci and C 2 . These potentials differ accord- 
ing to the different tendencies of Ag ions to enter into the metallic silver 
from Cl and to pass out of it into C 2 . It appears that the diaphragm is like a 
membrane selectively permeable to cations, for instance, like the surface 
membrane of a giant nerve fiber in contact on one side with high K, on the 
other with low K (p. 3Stl). It is then conceivable that Nernst’s 
thermodynamic theory of concentration chains (see pp. G3 and 317) likewise 
applies to the behavior of the physiological structures. But conditions 
here are generally more or less complicated by the thermodynamic e-poten- 
tials being superimposed upon electrokinetic j"-potentials, which similarly 
are located at the interface between the membrane material and the adjacent 
solutions, and are of special interest because of the characteristic sieve-like 
structure of the physiological membranes, and their great porosity providing 
a large internal surface for adsorption. But, as outlined in Sec. 1 , pp. 83ff. 
the f-potential differs from the e-potential in that its site is not exactly at the 
phase boundary, but somewhat distant between a thin layer of the solution, 
which is fixed by adhesive forces to the membrane material and thus quasi- 
rigid, and the free solution. This interface has been called the “rigidity 
boundary” or the “surface of shear.” Here a “diffuse double layer” of 
ions^^^ is formed, the orientation of which is determined by the electrical 
charge of the membrane material, which — for one or another reason — is 

H. Freundlich, Colloid and Capillary Chemistry: E. P. Dutton and Co., New York, 
1926; R. A. Gortner, Outlines of Hiochemisiry; 2nded., J. Wiley, New York, 1938, Chapter VT; 
R. Hober, Physikal. Chemie der Zelle u. Gewebe: W. Engelmann, Leipzig, 6th ed., 1926, 
chapters 4 and 12; H. A. Abramson, Electrokinetic Phenomena and Their Application to 
Biology and Medicine: Chemical Catalog Co., New York, 1934. 

A. Gouy, J. de Phys., (4) 9: 457, 191D. 
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pither positive or negative. If an electric field is applied tangential to the 
internal pore walls of a membrane, which is interposed as a diaphragm into 
an electrolyte solution (that is, if an external electromotive force is applied 
to the ends of the capillary pores), then, due to the presence of an excess of 
ions of one kind in the movable boundary layer, the latter is moved, taking 
with it the free solution within the core of the pores [“electroosmosis”). 
\i * to the formula p. 85, from the rate of the fluid movement u, 

as brought about by the unit electromotive force (cm. /sec. per volt/cm.) 
the electrokinctic or ^-potential can be calculated. This potential is some- 
what similar to a liquid junction potential (p. 8E5), but, in contrast to this, 
is not indicative of a dynamic process like a diffusion, but is a certain small 
part of the static e-potential of membranes. It is clear that the concentra- 
tion potential differences measured across a porous membrane must differ 
parallel with the f-potential of the membrane, the mobility of the free 
cations, while passing a membrane with positive charge, being decreased, as 
well as in a negative membrane the free anions likewise are decreased. 
This is particularly evident in experiments with membranes, whose elec- 
trical charge is readily changed by the attachment of ions, as observed, for 
instance, with colloid-ampholytes (proteins, gelatin) by changing the pH, 
as well as with more indifferent substances like collodion or agar, when they 
have been coated with a film of these colloids. Examples of this influence 
have been quoted previously (p. 318). Referring to the numerous afore- 
mentioned membrane potentials of cellular origin, it follows that all the 
alterations of their height effected by inorganic salts, or, rather, by the ions, 
are indicative of atlsorption, which modifies the relative mobility of the 
ions in passing through the charged membranes. 

1, Electrophoresis of Cells, — ^Further information concerning the 
physiological significance of the electrokinctic potentials is obtained by 
studying electrophoresis of single cells. According to the formula 
(p. 85), their f-potentials can be calculated from measurements of the 
velocities of suspended cells moving in an external field. Erythrocytes have 
been the principal material used. Their surface can be assumed to be the 
site of an e-potential, since the surface is selectively anionpermeablc and since 
the distribution of ions has been shown to be a Donnan distribution. The 
e-potential should be determined directly by inserting a microelectrode into 
a red cell, as previously described for Nitella and for giant nerve fibers 
(p. 321), and taking the second lead from the outside. But such a “trans- 
verse” measurement has not been carried out as yet. As a matter of fact, 
the “tangential” measurement of the f-potential shows that this fails to be 
altered by disintegrating the surface membrane of the erythrocytes; in 
other words, by hemolysis. The intact red cells and their stromata (ghosts), 

A. Bethe and T. Torripnff, Ztsrhr. f. physik. Chem., 6B : 08B, 1914; B9: 597, 1915. See 
also p. 31B. 

See H. A. Abramson, Electrokinetic Phenomena: Chemical Catalog Co., New York, 
1934; H. A. Abramson, L. S. Moyer and M. H. Gorin, Eleetrophoresis of Proteins: Reinhold, 
New York, 1942. See, further, H. Milller, Cold Spring Harbor Symp., 1, 1933. 
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suspended in the same medium, and under otherwise identical conditions, 
have the same mobility. 

The f-potentials of various suspended particles, either inorganic or 
organic, like pieces of glass, quartz, collodion, starch, cotton, and droplets 
of mineral oil, are characteristically different. Most of the particles move 
toward the cathode; some, e.g., ferric oxide, toward the anode. Size, shape, 
and orientation of the particles have no influence upon their potential.^^® 
The differences of direction and velocity of migration disappear in the 
presence of colloid-ampholytes like gelatin, when coating at the same pH 
the various surfaces. The particles then behave like particles of gelatin. 
Accordingly, e.g., when glass is suspended in acetate buffer at pH 5.B and 
coated by globin (is. p. at pH 6.B) or serum globulin (is. p. 5.B) or serum 
albumin (is. p. 4.9), the ^'-potential is found to be positive, zero, and nega- 
tive, respectively. 

The behavior of the erythrocytes is somewhat different. Again, shape 
and size arc irrelevant — single corpuscles, masses held together by agglutina- 
tion or by rouleaux formation, and ghosts migrate with the same speed. 
On the other hand, rinsing the cells, which could be supposed to be normally 
surrounded by an adsorijtion layer of plasma proteins, with phosphate 
buffer (pH 7.4) has practically no effect upon the mobility. Addition of- 
gelatin to this suspension likewise fails to bring about a distinct change of 
the potential, whereas it does with suspensions of quartz or cholesterol. ““ 
This seems rather incompatible with the idea of the f-potential of the red 
cells being due to adsorbed protein. Moreover^ pH changes have been 
found to have little effect upon the potential, and this may explain also 
the rather unexpectedly low value of the isoelectric point, which with sheep 
and with human cells is found at about pH 3.B, provided the cells remain 
unhemolyzed.^^2 Apparently, then, the f-potential of the erythrocytes 
should be referred to their surface proper, and the rather great differences 
of the clcctrokinetic potentials found with various animals may be associated 
with the chemically and physico chemically species-specific surface struc- 
tures. But this interpretation has not been proved as yet. The following 
table^^® shows the mean velocity of mammalian erythrocytes v =g/sec. per 
volt per cm; 

rabbit < sloth, pig < opossum < guinea pig < man 
(0.55) (0..07) (0.98) (1.07) (1.11) (1.31) 

mouse, cat < rat < dog 
(140) (1.39) (1.45) (1.55) 


A. Abramsnn, J. Gen. Physiol., 12: 711, 1929. 

11. A. Abramson andL. Miehaelis, J. Gen. Physiol., 12: 587, 1929. 

12 B jj Freundlifh and H. A. Abramson, Zlsvhr. f. physik. Chem., 12B: 25, 1928. 
A. Abramson, J. Gen. Physiol., 12: 711, 1929. 

Netter, Pfltiger’s Arch. f. d. ges. Physiol., 2DB; 10, 1925. 

H. A. Abramson, J. Gen. Physiol., 14: 163, 1939. 

II. A. Abramson, J. Gen. Physiol., 12: 711, 1929. 
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2. Electroosmosis Across Membranes. — Another kinetic method for 
determining the f-potcntial of physiological objects is based upon observa- 
tion of electroosmosis (see p. 328). Serous membranes (mesentery, peri- 
toneum, pericardium) and skin, best placed as diaphragms in buffered solu- 
tions, are subjected to a direct electric current. The rate of fluid shift, in 
contrast to the rate of electrophoresis of red cells, is easily changed by 
changes of in one or the other direction, and is zero at a definite pH 
indicating the isoelectric point of the membrane material. This has been 
found with mammalian membranes to be at about 4.9,^^^ probably referable 
to the type of constituent protein (see p. 31.9).^^^ 

134 St. Mudd, J. Gen. Physiol., 7 : 389, 1925; 9: 73. 3B1, 192B. 

13B ["onnerning elerlrokinetic reactions of the human .skin, see H. A. Abramson and M. H. 
Gorin, C old Spring Harbor Syinp., B : 272, 1940. About anomalous osmosis involving driving 
forces of an electrokinetic nature, see Sec. 8, chap. 38. 
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THE OIL-LIKE MEMBRANES AS THE 
SEAT OF THERMODYNAMIC 
POTENTIALS 


Sd far the bioelectric potentials of muscle and nerve have been conceived 
as originating from the presence of sieve-like surface membranes, which are 
interposed between the intracellular and extracellular electrolyte solutions. 
However, more than 20 years ago, another concept was proposed, which in 
many respects is rivaling the former one. This is the concept of solvent-like 
membranes as envelopes for the protoplasm. Both theories have been 
proposed and outlined in close contact with the contemporary development 
of our knowledge of cell permeability, emphasizing for some time the impor- 
tance of lipoid solubility, and, later, the factor of the molecular volume of the 
j)erm eating substances. It seems desirable to refer, at least briefly, to the 
main points of the solvent theory which was built up chiefly by Beutner,^^'’ 
who claimed that “oil-like” organic solvents arc essential structural ele- 
ments of the surface of the cells and are the seat of their potonlials. 

In general, organic liquids which are immiscible with water, are poor 
solvents for strong inorganic electrolytes, since their low dielectric constant 
prevents an appreciable dissociation into free ions. This holds true mainly 
for the solvents of a chemically neutral character, like the neutral hydro- 
carbon oils. The situation is different in the case of organic solvents having 
some acid or basic properties, either by their chemical nature, or by impuri- 
ties, or by additions, such as phenol, guaiacol, salicylic aldehyde, and 
toluidene, aniline, or solvents like Nirenstein’s mixtures (chaps. ID and 13). 
They behave as weak electrolytes, and can dissolve small amounts of strong 
electrolytes chiefly by ionic exchange. Through conductivity measure- 
ments, it can be shown that the inorganic alkali salts, upon shaking their 
aqueous solutions with solvents like guaiacol or benzaldehyde, pass into 
these liquids in characteristically different amounts. 

Now, when two aqueous solutions of the same electrolyte at different 
concentrations are placed on either side of an intermediate layer of an organic 
fluid, an electromotive force can be demonstrated, which, c.g., with salicylic 
aldehyde or with guaiacol in addition to certain amounts of oleic acid as 
membrane, and with a concentration ratio of KCl 1:100, is equal to about 

R. Heutner, Die Entstehung electrischer Strbmp in lebenden Geweben: Enke, Stuttgart, 

1920. 
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lOD mV, the positive pole being on the side of the lower concentration. If 
the acidic “oil” is replaceil by a basic one (toluidenc or aniline), the sign 
of the poles is reversed. This is like reversing the charge of an ordinary 
collodion membrane by impregnating it with a basic dyestuff or an alkaloid 
(p. 317). 

The fidlowiiig explanation of the ruiiid ioiiiiig of the “oil-chains” has 
been proposed. Nefrist^^’ and Cremer^^s have outlined the theory that at 
the boundary of two phases, one an electrolyte sidution and the other a 
water immiscible liquid solvent, a phase boundary potential is set up, owing 
to the individual distribution tendencies of each kind of ion. It follows 
that in any liquid chain consisting of a solvent membrane, interposed 
between two different electrolyte solutions, two different phase boundary 
potentials must be present, the difference between which is a measure of the 
different tendencies of cations and anions to enter through the pliase bound- 
ary into the oil phase. Taking as an example the aforementioned concen- 
tration chain with the two aqueous solutiohs containing the same electrolyte 
at different concentrations, the following explanation can be proposed 
according to Beutner. At the interface between a KVl solution and 
salicylic aldehyde, K enters the organic solvent at a higher rate than Cl, 
because it can be exchanged for 11 present in the aldehyde in a definite 
concentration. In the concentration chain, Ci KCl | salicylic ahlehyde | Cz 
KCl, with Cl < C 2 , in spite of the conrentration difference between Ci 
and C 2 at cither of the phase boundaries, an equal amount of K, dependent 
on the limited small content of acid within the organic solvent, enters from 
both sides. Therefore the chain functions according to the following 
scheme: Ci K in water | c K in salicylic aldehyde | C 2 K in water, the potential 

difference being expressed by the Nernst formula E = 58 log mV. It is 

Cl 

evident that in this case the solvent membrane btdiaves like a selective 
cationpcrmeable membrane. C^orrc'^pondiiigly, basic solvents f()rm anion- 
permeable membranes. 

But a quantitative agreement between theory and experiment, as sug- 
gested by the formula, cannot be expected because of the just-mentioned 
interreaction between the electrolyte solutions and the organic solvent. 
This is evident from careful measurements by OsterhouL^^'^ on a.model with 
guaiacol representing the protoplast of one of the giant plant cells (chap. 21), 
interposed between K guaiacolatc solutions of different concentration which 
are in equilibrium with the interphaso. Physicochemical and chemical 
analyses of the interphase show that concentration differences inside this 
interphasc, undeniably involving diffusion potentials within it, cannot be 
neglected. 

137 w. Nernst, Zlsthr. f. Physik. Chem., 9: 140, 1892. 

>=*8 M. Cremer, Ztschr. f. Binl., 47: 5B2, 1906. 

J. V. Dsterhout, J. Gen. Physiol., 2B: 293, 1043; further, Gnld Spring Harbor Symp., 
B: 51, 1040. 
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When different sodium salts are compared, the values of these potentials 
follow each other in the well-known order of the lyotropic series (p. 293) 
of anions: wS 04 < Cl < NO 3 , I < SCN, with SCN giving the strongest, 
SO4 the weakest, positive pole, irrespective of the oil phase having an acidic 
or a basic character. This possibly is due to the fact that, in the series of 
anions, hydration decreases from SO4 to SCN, and that, therefore, SCN 
has not ordy the highest adsorption affinity, but also the highest solubility 
in the hydrophobic organic solvents (see pp. 299 and 318). 

In addition, if the influence of the series of anions and cations upon the 
potential differences of the oil chains is compared, it appears that in general 
the cations have the stronger effect in chains with acidic solvents (like 
salicylic aldehyde or guaiacol), the anions in chains with basic solvents (like 
toluidene). Therefore, with a basic oil, SCN produces a stronger positive 
pol e than SO4, as in the case of acid gelatin ; while with an acidic oil, Cs calls 
forth a stronger negative pole than Li docs, as with a membrane of alkaline 
gelatin (see p. 319). Further, the influence of a neutral solvent like olive 
oil is small, but can be enhanced, for instance, by the addition of oleic acid 
or of lecithin. Salts with one organic ion often reveal an especially strong 
effect, either on the positive or on the negative direction of the current, 
depending upon whether the anion or the cation is organic. 

In conclusion, it might be considered desirable to refer briefly to the 
jiurfave JUttis as another kind of models in addition to the porous and the 
solvent membranes for illustration of the origin of the various bioelectrical 
potentials. However, this seems premature, since the difficulties of spread- 
ing these fragile films between two aqueous solutions, instead of between 
water and air or water and oil, in order to study the influence of organic 
[or inorganic) ions under conditions similar to* those in living material, 
have not been overcome as yet.^^^ 

,1. Loeb and R. Beutner, Biorh, Ztschr., 61: 288, 1913. 

See also R. Beutner, J. Phariiiarol. & Exper. Therap., 32: 101, 1927-28. See, further, 
the effect of pH upon the electrical properties of the membranes, especially with regard to the 
influences of metubolism. Sec. 8, chap. 38, subchap. 4. 

See Sec. 2, chap. 9, subchap. 4 and Sec. 4, chap. 15; J. F. Danielli and E. N. Harvey, 
J. Cell. & Comp. Physiol., 6 : 483, 1 935; J. F. Danielli and H. Davsnn, ibid., 6 : 495, 1935; J. F. 
Danielli, ibid., 7: 393, 1936. About the general properties of films and conditions of theii 
formation, see Sec. 2, chap. 9; see also D. E. Goldman, J. Gen. Physiol., 22: 37, 1943. 
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THE INFLUENCE OF NONPOLAR-POLAR 
ORGANIC IONS 


In general, the inorganic ions have been found to influence vital reactions 
according to their adsorption at the interface between water and the 
physiological object. In other words, the hydrotropic series of anions, 
SCN > J NO 3 > Br > Cl > SO4 and of cations, K > Na > Li, which 
refers not only to organic colloids, but also to cells and tissues, is a series of 
decreasing adsorption (increasing hydration) or — as one may also say in 
terms of the theory of Beutner — a series of decreasing distribution between 
an aqueous and an oil-like phase. In investigating the properties of the 
cationpcrmeable collodion membrane, this interrelation first became evi- 
dent, when, in the experiments of Michaelis, strychnine salt, and even more 
pilocarpin salt, separated by the membrane from Na salt, gave a positive 
potentiaB'*® at variance with the rule that the selective permeation of cations 
decreases with increasing diameter (p. 299). Correspondingly, the perme- 
ability of the selective anionpermeable collodion membrane (p. 317) was 
found to be greatest with SCN, which by no means is the smallest ion in the 
anion series (p. 31 8 ). Later, other alkaloids and dyestuff bases were shown 
to behave like strychnine. Similarly, various organic anions with rela- 
tively large diameters, benzoate, salicylate, aromatic sulfonates, appeared 
to produce a greater negative potential than Cl.^^® Finally, testing the 
series of dialkylamiiic ions, the positive potential was found to decrease 
from the methyl to the propyl, corresponding to the rising diameter, but to 
increase considerably from the butyl to the amyl compound, according to 
the rising surface affinity. All these and other facts can be explained 
as indicating adsorption to be a factor favoring penetration. This possibly 
can be accounted for by assuming that the special adsorption affinities 
alter the homogeneous distribution of the penetrating ions inside the 
pores in such a way as to increase the rate of passage near the wall. On 
the other hand, in the absence of special affinities between the solutes 
and the pore wall — apart from the electric charge of the membrane sub- 
stance, which in an ordinary collodion membrane repels the anions and 

Michaelis and A. Fujiia, Biochem. Ztschr., 51: 47, 1925. 

144 Wilbrandt, J. Gen. Physiol., IB: 933, 1935. 

R. Htiber, J. Cell. Comp. Physiol., 7: 3B7, 1935. See, further, Sec. 4, chap. 11, 
pp. 245ff. 

148 Wilbrandt, J. Gen. Physiol., 2D: 519, 1937. 
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attracts the cations — the solutes would pass the channels in the sieve mem- 
brane as in normal diffusion. 

Turning now from the rigid collodion membrane to the more flexible 
|iliv -■■•liii'irjil membranes, which are composed of various colloids, adsorp- 
tion may, again, be found effective because, in general, surface active sub- 
stances, whether electrolytes (of greater or smaller ionization strength) or 
nonelectrolytes, are lipoid-soluble, and as such can migrate through the 
lipoid components of these membra’nes (see chap. But, in addi- 

tion to the influence of the molecular size and of the ordinary adsorption, 
there can be involved in the penetration of the membranes the dual adsorp- 
tion affinities of a special class of organic ions, representing, as such, new 
tools for studying the nature of cell permeability. 

Neuberg^^^ has called attention to the fact that many water-insoluble or 
nearly insoluble substances of diverse nature (higher alcohols, aniline, nitro- 
benzene, oils, Ca-soaps, proteins, starch) become soluble in the aqueous solu- 
tion of the alkali salts of many organic acids, if the latter are present in 
high concentration (‘‘solubilization”). Such “hydrotro])ic ” properties are 
displayed mainly by aromatic carboxylic and sulfuric acids, as well as by 
higher fatty acids and higher alkylsulfuric acids. Most of the salts are- 
fairly strong electrolytes. All these hydrotropic compounds are related to 
each other by a certain configuration of their molecules, one molecular half 
being polar hydrophilic, the other nonpolar organophilic-hyilrophobic. 
Their hydrotropic properties are based ui)on the adsorption affinity of the 
organic half, which attaches the molecule to the water-insoluble hydrophobic 
particles, and upon the affinity of the polar “inorganic” half for the water 
dipoles (Langmuir-Harkins). If the pull toward the water is strong en[)Ugh, 
the insoluble particles can be torn to pieces and thus be dispersed. But, 
depending upon the greater or lesser firmness of their structure, following 
the attachment of the organophilic half, the hydrophilic half, with its cloud 
of water dij)olcs, can be pulled inside the particles, with the result that an 
imbibition of water, or even swelling of the particles, occurs. 

Corresponding to this theory, coarse suspensions of proteins, of starch, 
of lipoids arc emulsified and dispersed by adding nonpolar-polar ions, while 
with ions prevailingly hydrophilic, owing to a multitude of polar groups 
( — OH, — COO) (like citrate, tartrate, succinate, and other plurihydroxy- 
and pluri carboxylic anions), dehydration and decrease of dispersity is the 
result. According to this concept, one can expect and really observe that, 
de|)eiiding upon the balance between the opposite molecular forces r)f the 
added ions, their organophilic half may adhere to a nonpolar-polar structure, 
e.g., a plasma membrane, with such strength as to produce an irreversible 
alteration (see p. 338), or that the hydrophilic radicals may be so domijiant 
that the weaker organt)philic fail to exhibit their influence (Sec. 8, chap. 35d 

C. Ncuberg, Biochem. ZLsrhr., 75: 107, lOlB. 

1. R. Katz, Biorhem. ZLsi'hr., 267, 269, 261, 262, 263, 271, A. von Kuthy, 

i&irf., 237, 243, 1931; H. llober and E. Moore, J. Gen. Physiol., 23: 191, 1939. 
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and 37, 5), or that the antagonistic forces of the two halves may be great 
enough to produce opposing strains capable of mechanically disorganizing 
or denaturing larger m[)lecules, e.g., hemoglobin. (wSee pp. 297 and 338.) 

For expcrimciiLal studies, substances of such a variety- of nonpolar-polar 
behavior can be selected, fir^st, from the list given in Xi’uberg’s paper, and, 
second, among technical products utilized for wetting, dispersing, and 
emulsifying purposes, the so-called detergents In contrast to these 
substances, many of the natural products of the metabolism of animals or 
plants which come into contact with the plasma membrane either from 
within or from without the cells (lactate, pyruvate, succinate, malate, 
citrate, various phosphorylation products, and many others) lack the^ 
qualities in question. They are prevailingly hydrophilic and, therefore, 
physicochemically rather indifferent to the physiological membranes, and — 
although our knowledge in this regard is very poor — they probably fail to 
pass by simple diffusion, in one or the other direction, except the specifically 
anionperm cable membrane of the erythrocytes, which, compared to Cl, is 
penetrated by these ions with remarkable slowness, possibly due to 
dehyelration, to tighter packing, and thus to strengthening of the lateral 
adhesive forces between the structural units. However, in a survey of the 
products of cell metabolism, some compounils arc encountered which, by 
their distinct nonpolar-polar fiinn|.riiral i'm. can be expected to be more or 
less membrane-active in the sense of the aforementioned reactions. Such 
substances are the salts of the higher homologues of the saturated or unsatu- 
rated fatty aciils, the salts of the bile acids, anrl other similar compounds. 

In order to exemplify the significance of the nonp(dar-polar I imi 

of organic ions, we turn now to the study of excitation and of production of 
resting potentials in muscle and nerve. 

I. The Influ cnce of INonpolar-pnlar Ions on the Re.sting Poten- 
tials and the Excitability of Muscle and Nerve . — The sy7itheHc non- 
polar-electrolytes . — So far, three groups of noppolar-polar anions have 
been investigateil, alkylsulfonates R-OSOaNa, d i alkyls uccinylsul fates 

ROIX:— CH2 

I , and alkylbenzene sidfonates.i'^^ They arc strong 

ROOC— CII— SOgNa 

electrolytes in water, but, due to the nonpolar organ ophilic groups, they arc 
more or less soluble in organic solvents, dialkylsuccinylsulfates, for instance, 
in kerosene, xylol, ether, glycerol, and olive oil. Their «-■■.■.l:.l■!lhi^e char- 
acter increases with the number and the chain length of the alkyl groups 
present. Correspondingly, the interfacial tension water-air and water- 
organic solvent deer eases. 

149 pjjj. ^ general survey tabnut the various factars of terhnical clptergenry, see J. W. MpBain, 
Advances in rolloid Sc*., 1: 99, 1942. 

M. Maizcls, Biochem. J., 2B; 337, 1934; sec, further. Hen. 4, chap. 11, p. 247. 

R. llober, unpublished experiinenls. 

r. A. Sluhan, Pappr Trade J., 1940; R. llober .and J. libber, J. Gen. Physiol., 25: 705, 
1942; H A Neville, J. Phys. (^heiii., 37: 1001. 1933. 
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Dissolved in Ringer, these substances effectuate with frog muscles 
(sartorius) a resting potential like K, i.e., a depolarization. The threshold 
concentration of dialkylsuccinylsulfates, for instance, has been found with 
dibutyl to .be 90 X 10“^ molar, diamyl 14 X 10“"^, dihexyl 8 X 10~^, 
dioctyl 0.7 X 10”^. In general, the reversibility of these bioelectric effects 
is low and diminishes with rising surface activity. On the basis of the 
theory, these influences can be accounted for as a dispersing effect brought 
about by the pull of the interfacial array of the hydrophilic group of the 
anion toward the water and by the penetration of its organopliilic groups 
into the surface film, with a subsequent widening of the characteristic 
spacing in the latter and, therefore, eventually, an increase in the content 
of free water. This disintegration is probably followed by some entrance 
into the film structure of the anions (e.g., Cl), no more repelled entirely 
by the negative charge of the membrane material (pp. 29911). Removal 
of the active nonpolar-polar ions can result in a complete rearrangement. 

Relnriiing to the dispersing effects of K or SCN (pp. 300, 333), there 
seems not to be a fundamental, but rather a quantitative, difference between 
these and the effects here dealt with, which are due to the definite opposing 
forces of the nonpolar-polar compounds. Also there is a certain relationship 
between surface-active non electrolytes and tlie nonpolar-polar electrolytes. 
For instance, narcotics, after being brought locally in contact with a sar- 
torius muscle, have a reversible deprdarizing effect like that of K. This 
may be referred to the particular affinities of the narcotics toward the lipoids 
(see chap. 23) which are structural components in the surface membrane, 
and which as such can be dislocated by the iiilruiling molecules of narcotics, 
so that, again, spatial changes in the normal molecular orientation will 
result. In muscle, a K-like reversible depolarizing effect has been produced, 
e.g., by 1D~^ molar amylalcohol, 2 X I0~- amylurethane, 3 X 11)”^ chloral 
hydrate, and can, like that of X, be balanced by alkaline earth ions.^^^ 
Only in one respect the surface structure of cells and fibers seems to be 
acted upon specifically by the nonpolar-polar ions, i.e., the denaturing 
influence upon proteins. Denaturation of proteins^*'*'^'* can be brought about 
by heat, strong acid or alkali, urea, salicylate, ultraviolet light, and by 
many nonpolar-polar agents, as, for instance, by those mentioned here 
(p. 33 R), but not by X, SCN, and narcotics. The denaturation of proteins 
is easily indicated, for example, by the liberation of SH-and S — S-groups. 
This liberation has been found concomitant with the loss of the specific 
effects of enzymes and viruses, with the separation of the protein ])art from 
visual purple, from chloroplastin, and others. These reactions occur at low 
concentration of the nonpolar-polar agents and at neutrality. Certainly, 

R. Huber, M. Andersch, J. Huber, and B. Nebel, J. Cell. & Cninp. Physiol., 13; 195, 

1939. 

R. [juttman, J. Gen. Physiol., 23: 343, 1940. See also p. 314. 

1B4* Anson, J. Gen. Physiol., 23: 239, 1939; further, M. L. Anson and A. E. Mirsky, 

ibid., 17: 399, 1934; A. E. Mirsky, ibid., 19: 559, 1935. See also p. 297 and Sec. 2, p. 149. 
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they contribute to the often observed irreversibility of the electrical 
phenomena. 

With many synthetic nonpolar-polar electrolytes, in contrast to those 
mentioned so far, the typical activity is located not in the anion, but in the 
cation. Most frequently the neutral salts of quaternary ammonium bases, 
particularly salts of the type alkyl- dim ethyl-benzyl-ammonium chloride, 
have been utilized in solving biological problems. Their influence differs 
mainly from that of the anionic agents by the fact that the dispersing or the 
splitting influence can be accompanied or succeeded by a precipitation, which 
is due to a discharge of colloidal protein anions, present or formed in the 
cell structures, which are susceptible to the nonj)olar-polar agents.’'^® For 
instance, at pH 5.5 precipitation by a cationic agent occurs with pi'psin, 
but not with trypsin, because the isoelectric point of pepsin is pH that 
of trypsin 5.5. 

. The threshold concentration needed for producing a resting potential 
with a frog muscle by one of the quaternary ammonium bases has not been 
found to vary markedly between Cg and Cia, (2 X 10”^). 

In conclusion, one group of simple synthetic organic cations may be 
dealt with as exemplifying the typical bearing of the org!uio|diilii* affinity. 
The dialkylamine ions, comprising the series from Cllg to Cblln, have been 
compared to the iiiorgaiiie cations Li, Na, Rb, and K with regard to the 
resting potential produced with crab nerves. The results show that the 
C 4 and Cs compounds develop a negative pole like K or Rb, while Ci and 
C3 resemble Li and Na. 

2. The Anions of Some Natural Nonpolar-polar Carboxylic Acids. 
The greatest physiological significance among the natural nonpolar-polar 
electrolytes can be assigned to the commoidy occurring alkali salts of the 
fatty acids. However, the dual character of their ions, in general, is not so 
marked as that of the aforementioned compouiuls, because we are dealing 
with the carboxylic acids which are weaker' electrolytes than the sulfonic 
acids, and because the products of an intricate hydrolytic reaction of the 
soaps interfere. 

The fatty acids with longer C-atom chains arc chiefly effective through 
their surface activity and their lipoid-solubility. The classical proof of the 
nonpolar-polar character of their anions is the ability to form, on a water- 
organic solvent interface, a film held together by lateral adhesion forces 
and with the polar COO-groups anchored in the water, the nonpolar C-chains 
oriented more or less perpendicularly toward the organic solvent. The 
nonpolar-polar character of the lower members of the series, (C 2 to C 4 or C5), 
is too weak to show a behavior in the hydrotropic series of anions different 


R. Kuhn and co-aulhors, Bcr. d. Deutsrh. chem. Ges., 73: IDBO to 1113, 1940. 

R. libber, unpublished experiments. 

167 Wilbrandt, J. Gen. Physiol., 2D: 519, 1937, see also p. 335. 

F. G. Donnan and H. E. Putts, Kulloid-Ztschr., 7 : 208, 1910; L. Lascarey, ihid., 34: 73,* 

1924. 



340 


INFLUENCE OF SOME EXTRACELLULAR FACTORS 


[Sec. 5 


from other hydrophilic anions, i.e., they are located in the series between 
Cl and SO4 [p. 293), like lactate, pyruvate, tartrate, and others (see Sec. 8, 
chap. 34, 2). Correspondingly they induce a positive pole with a frog 
muscle or nerve, relative to Cl, and enter erythrocytes somewhat slower 
than Cl (p. 337). However, beginning with or beyond valerate, the higher 
members of this series induce a negative pole, indicating (M■L^'ln()|dlilic 
affinity, in correspondence with which the threshold concentration falla 
The reversibility of these effects decreases with the increasing length of 
the C-chain.^®® 

Other natural nonpolar-polar carboxylic acids are the conjugated bile 
acids, c.g., glycocholic and taurocholic acids. From many reactions they 
are known to be hydrotropic, they are surface active, and their local 
application (at 2 X 10”^ molar) to a frog muscle leads to a K-like potential 
effect. In contrast to this, even a saturated solution (about 10“^ molar) 
of dehydrocholate has no influence, in accordance with its surface inac- 
tivity, which probably can be accredited to the presence in the ring system 
of three keto groups. 

Finally, benzoate and salicylate belong to the same physicochemical and 
physiological category of organic anions, and accordingly have been 
shown to induce a depolarization of the muscle membrane at very low 
concentrations (see also Sec. 4, p. 248). 

3. The Influence of Nonpolar-polar Ions on Muscle Excitability. 
Three groups of synthetic nonpolar-polar organic anions (p. 337) have been 
investigated as to their power to alter the resting potential; two of them 
have presented a uniform reaction, namely the alkylsulfates, (Cg, Cid, C 12) 
and the dialkylsuccinylsulfates (2C4 , 2Cb, 2Cb and 2 Cb). As aforemen- 
tioned, these two groups induce negativity, which may be referred to the 
strong attachment of the nonpolar half-molecules to the fiber surface, on 
the one hand, and the strong pull of the polar half -molecules toward the 
water, on the other (p. 336). The effect can be assumed to be a distortion 
of the membrane structure. Parallel to these studies, the effect upon 
excitability has been investigated by s| iniiilii I ing pretreated sartorius 
muscles with condenser discharges (maximal stimuli, one in 10 to 20 sec- 
onds). Again the reaction was uniform; a decline of the height of contrac- 
tion over a period of time, dependent in its duration upon the concentration 
and the strength of the contrasting nonpolar and polar forces involved. 
It seems as though, even with small concentrations, the membranes cannot 
resist the powerful dual stresses. However, the effect of the third group of 


R. Hbber, M. Andersch, J. Hober, B. Ncbcl, J. Cell. & Comp. Physiol., 14: 195, 1939- 
C. Neuberg, Biochem. Ztsc'hr., 75: 197, 191R. 

R. Hbber and J. Hiiber, .T. Gen. Physiol., 26: 71)5, 194Z. 

A. von Kiithy, Biochem. Zlschr., 237 : 381, 396, 1931; I. R. Katz, ibid., 267, 269, 251, 
262, 263, 271, 1933-34; R. Hbber and E. Moore, J. Gen. Physiol., 23: 191, 1939; also II. 
*Freundlich and G. V. Slottinann, Ztsehr. f. physik. Chein., 129: 395, 1927. 

1”“ R. libber, unpublished experiments. 
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these agents, the arylsulfonates, is different. So far, on the one hand, 
benzene, trducne, xylene, and isopropyl benzene-sulfonates, and, on the 
other, octyl and dccyl benzene sulfonates, have been studied. The last 
two substances, resembling the alkylsulfoiiates and the dialkylsuecinyl- 
sulfates in the longer C-chains of the alkyl rests, are similar to these in their 
properties, namely, in producing, even in the smallest concentrations, 
decreasing contractility. However, with the others, at variance wilh all 
the last-mentioned compounds, the decrease of contractility is preceileil 
by a more or less marked rise, probably owing to their smaller nonpolar 
affinity, which is indicated by their lower surface activity. Only after 
exposing the muscles to high concentrations of these weaker agents (e.g., 
xylene and isopropyl tolueiiesulfonate) do they respond from the beginning 
with decreasing contractions. Evidently these substances can be compared 
to those earlier-described inorganic ions (pp. 289, 290), which, also, in low 
concentration have a stimulating, and in high concentrations a depressing, 
effect. Their influence, again, can be interpreted as a loosening process in 
the surface membranes, which, if allowed to progress only to a somewhat 
diminished coherence of the structural units, is correlated with activation, 
but beyond that results in real disorganization, which is incompaLible with 
function. However, with regard to certain discrepancies, it should be kept 
in mind that the mechanisms of altering the surface membranes by inorganic 
ions and by nonpolar-polar if)ns are different (see pp. 299ff). 

Concerning their influence on the potential (see p. 34D), the conjugated 
bile salts, also, may be mentif^ned. These, with their highly organ ophilic 
ring system and their less hydrophilic carboxyl group sticking to the 
surface membrane, lower the muscle excitability slowly and often irre- 
versibly [1 0“^ molar). Further, the aforementioned quaternary ammonium 
salts (p. 339), likewise, are inhibitory at and above threshhold cr)ncentration. 

^"*TI. A. Neville, J. Phys. Thpiii., 37: 11)01, l.QSS; further, H. Freiindlieh and G. V. Slott- 
niann, ZLsehr. f. pliy.sik. Glieni., 129: .S[).5, 1027. 
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Bioelectric potentials have been discussed in this section chiefly as 
providing evidence concerning the surface structure of cells, their sensitivity 
toward various agents, and the physiological implications of the concomitant 
alterations. In Lhese respects it seems particularly promising to extend 
the studies to the giant plant cells [Valonia^ Halivystis^ Nitella, Vhara), which 
offer excelleiiL possibilities for measuring membrane potentials across the 
cell surface, similar to the potentiornetric measurements across the mem- 
brane of the giant axon of the squid, which have been mentioned earlier 
(p. 321). However, the eh aracl eristics of the latter object permit drawing 
more clear-cut conclusions than in the experiment with the plant cells. 
For, in order to carry out transverse measurements in plant cells, one elec- 
trode is pierced through the cell wall into the large sap vacuole, and is thus 
separated from the outside electrode by the vacuolar membrane, the ])roto- 
plasmic mantle (about 10 microns in thickness), and the exterior plasma 
membrane whereas, in experiments on nerves, the electrode is placet! in 
the axoplasm, the exterior one lying outside the single external axoplasm 
membrane. The more complex jihysiological conditions in plant cells 
become particularly obvious, if the electrolyte concentrations in the two 
solutions adjacent to the protoplasmic membranes are changed.^’’® The 
normal resting potential of Haliv}jitt%s ovalis, for instance, is equal to 8D mV 
with the positive pole outside (as with muscle or nerve). After the cell sap 
has been substituted by sea water, and the outside and inside sea water 
both brought from the normal of 8 to pll 5, the reaction of the sap, the 
potential difference is still 81) mV,^®’ although there is no concentration 
gradient whatsoever between the two sides of the protoplasm. This is all 
the more unexpected, as the natural positive potential could be referred to a 
preferential membrane permeability to K, which in the sap of Halicystiit 
ovalis exceeds the K of sea water thirty times equal 0.3 mtdar, Ko equal 

D. Dl molar). Thus it appears that the two membranes have different 
properties, and in combination they resemble the artificial asymmetrical 
“membranes,” which have been built up by Bcutner, Wdbnmdl, and 

W. J. V. OsLerliDut, E. 13. Damnn, and A. G. Jacques, J. Gen. PhysiuL, 11 : 193, 1928; 

E. B. Damon, ibid.y 13: 297, 1929; E. B. Dainim and W. J. V. Osterhout, ibid., 13; 445, 1930. 

W. J. V. Osterhout, Ergcbn. d. Physiol., 35: 967, 1933; Physiol, llev., 15: 215, 1935. 

R. Blinks, J. Gen. Physiol., IB: 459, 1935; further, ibid., 15: 147, 1932. 
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others.^®® W illH ir!':i , for instance, has pasted an ordinary cationperm cable 
collodion membrane to one impregnated either with a basic dyestuff or 
with an alkaloid salt, and hence anionpermeable (p. 318), and thus obtained 
a double membrane, which with 0. DOl iV KCl on either side yields a potential 
of several hundred mV. 

The next problem is to explain the ilirection and the height of the 
potentials of the giant plant cells, each of which has its significant value'. 
The inside K apparently plays here no role. For in tance, the potential 
of Valonia is —8 mV, with Ki : Ky equal 42, and, as already mentioned, 
substituting in Halley, His evalis the normal cell sap (0.3 mrdar KCl) by 
sea water (0.01 molar KCl) fails to diminish the positive potential. How- 
ever, outside K affects the potential in a way similar to that observed earlier 
with muscle and nerve; in other words, raising K^ decreases the positive 
potential more and more, eventually to the value expected with a selectively 
K-perm cable membrane, e.g., in experiments with Nitella, where raising 
K<, (as KCl) from 0.001 molar to 4). 01 molar is followed by a decrease of 
electromotive force equal to 55 mV, i.e., nearly the theoretically expected 
value. However, according to more recent observations with Hall- 
cystis,^^^ this decrease often fails to appear unless the duration of the experi- 
ment is short. Whereas, in the corresponding experiment on muscle and 
nerve, the depolarization by K„ is fairly stable and is correlated in its 
degree with the concentration gradient (p. 32D), here the immediate and 
rapid decline of the potential is followed by a slower or faster '‘recovery” 
during the continued presence of the initial K„ concentration. This reac- 
tion is likely to be due, at least partially, to a change of permeability, prob- 
ably based upon an active reaction of the external plasma membrane, as 
may be concluded from chemical studies about the ionpermeability of the 
giant plant cells. But, before discussing this viewpoint, we may turn at 
first to the influence of other ions up[)ii the potential of these cells. Taking 
into account that Na and Cl are predominant in the natural Nurrumnliiig'' 
of these cells, and that K^ is fairly indifferent, the normal positive potential 
of giant cells has been interpreted as due chiefly to the greater membrane 
affinity to Cl compared to that of Na.^^^ This hypothesis has been tested 
by 'iib^l il III iiiL^ various anions, inorganic and organic, for Cl.^^^ The result 
is that Br is similar to Cl, but all the other anions tried, NOg, KO4, formate, 
acetate, proprionate, butyrate, lactate, pyruvate, gliil.iiinile, diminish the 
positive potential or even reverse it, jii-curiliin; to their concentration. 

R. Bputner, Die Entstphung elcktrischer Strlime in lebenien Geweben; Enke, Stuttgart. 
1920, pp. 119 If; W. Wilbrandt, J. Gen. Physiol., 18: 933, 1935. See also R. libber, rhysiol. 
Rev., IB: 62, 1936. 

A. B. Damon and W. J. V. Osterhout, J. Gen. Physiol., 13: 445, 1931); also L. R. Blinks, 
ibid., IB: 147, 1932; ibid., 18: 409, 1935. 

R. Blink.s, J. Gen. Physiol., 23: 49, 1940; (-old Spring Harbor Symp., 8: 204, 1940. 

E. B. Damon and W. J. V. O.sterhout, J. Gen. Phy.siol., 13 : 445, 1929; W. J. V. DsterhouL. 
Proc. Nat. Aead. Se., 24: 75, 1938. 

”^L. R. Blinks, J. Gen. Physiol., 23: 495, 1914; Gold Spring Harbor Symp., 8: 204, 1940. 
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When the above anions are introduced into the cell sap of Halicystis^ the 
normal positive potential increases, but to a relatively small degree, indicat- 
ing that the tendency of these anions to enter the protoplasm across th^e 
vacuolar membrane is less than that in the opposite direction across the 
external membrane. These flntlings are remarkable from two angles : First, 
the influence of the organic anions is such as could be expected from their 
place in the Hofineister-series (p. 247 and Sec. 8, chap. 34, 2). They arc 
physicochernically rather indifferent, but possibly exhibit a dehydration 
effect upon the membranes. Second, these organic anions are supposed by 
minks to be accumulated in the protoplast as anaerobic metabolites, anil 
their presence and their amount may be reflected by changes in the cell 
potential, caused by effects upon the metabolic reactions. The plant cells 
in question differ greatly from muscle and nerve by irregular fluctuations of 
their potential difference. These are associated with lack and surplus of 
oxygen, with increase and decrease of CO 2 , with rise and fall of pH, and all 
these changes are correlated with the presence and absence of photosyn- 
thetic activity. Lack of oxygen depresses the electromotive force, especially 
in the dark, but light restores it through the liberation of oxygen. In CO 2 
also, the potential falls off, but recovers in light insofar as the VO 2 is used- 
up in the synthetic reactions, and there is a simultaneous rise of pH. Lack 
of oxygen in nerves, likewise, has a reversible depressant effect (p. 322), but 
it is small corn])ared to that in Halicystis, where low oxygen suffices to set 
down the potential after a few minutes. On the other hand, the potential 
and the excitability of the fresh water alga Nifella were found to resist 
pure hydrogen and nitrogen for many hours. 

We now return to the aforementioned observation that exposing Hali- 
cy.stis to a surplus of K at first releases a rapi d potential fall, which is followed 
by a “recovery” persistent during the continued presence of K, and inter- 
preted as due to the release of an active change of permeability. We 
further refer to the aforementioned various fluctuations of the potential, 
which can be thought of as being indicative of the susceptibility of these 
structures to a variety of influences. Then, these facts may be correlated 
with studies of S. C. Wrooks^^^ about the accumulation of Rb and of radio- 
active K by Valoiim and Nitdla, demonstrating the ridlowiiig intricate 
behavior. Either of these cations appears in the cell in a concentration sur- 
passing that of the outside fluid (see Sec. 8, chap. 3 subchap. 2.), but the rate 
of accumulation is rather independent of variations of the outside concentra- 

^^^L. R. Blinks, CdH Spring Harbor Symp., B: 204, 1940. 

Uoncerning other indicaticins of special electrical reactivity of the giant plant cells to 
organic substances, see the papers of Dsterhout and co-warkers regarding the sD-called “potas- 
sium effect” and the “concentration effect.” For the potassium effect, see J. Gen, Physiol. 
13: 715, 1930; 17: 105, 1933; Proc. Soc. Exper. Biol. & Med., 32: 715, 1935; J. Gen. Physiol., 
IB: 581, 1935; 19: 42.S, 1935; 24 : 7, 1940; 24: 311, 1941; 24: D99, 1941. Concerning the con- 
centration effect, see J. Gen. Physiol., 20: 13, 1936; 21: 797, 1938. 

176 S. r. Brooks, J. C’ell. k Comp. Physiol., B: 169, 1935; 11: 247, 1938; 14: 383. 1939; 
Cold Spring Harbor Symp., B: 171, 1940. 
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tiDn. This becomes more or less understandable, if independent analyses of 
the sap, gained by puncturing the vacuole, and of the cell residue, i.e., the cell 
wall and the protoplai^ic mantle, are carried out. Then, it appears that Rb 
and K are stored at first inside the protoplasm to a very high level (for 
instance with Rb 40 times); that only secondarily they are transferred into 
the sap, eventually long after their entry into the protoplasm, and reaching 
there a concentration level lower than that of the protoplasm; later, the 
distribution of these ions varies as due to their escape from the protoplasm 
into the outside solution or toward the sap. According to the more recent 
studies of Brooks, these movements can display irregular fluctuations, 
possibly picturing the double influence of the two barriers, the external 
plasma membrane and the vacuolar membrane. 
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THE POLARIZATION OF MODEL MEM- 
BRANES AND OF NATURAL MEM- 
BRANES BY ELECTRIC CURRENT 


The natural barriers delimiting the protoplasm from its environment 
have been found, by virtue of tlieir more or less selective permeability to 
ions, to be the seat of the bioelectric potentials both in animals and in 
plants. In the following section, the physiological counterpart of this 
interrelationship will be studied. A membrane, when interposed in a 
potential originating from an cxterif)r source and falling off through the 
bordering electrolyte solutions, induces certain changes in the ion concen- 
trations on either interface of the membrane, which are signalled by various 
effects. The discussion concerning this membrane polarization as a 
pli\ ''ioliigiciil phenomenon will be preceded by the description of some basic 
observations on models of the two main types, the oil-like and the sieve- 
like membranes (pp. 331 and 317). 

If a direct current is conducted across a system built up by an interphase 
of, say, nitrobenzene interposed in aqueous hydrochloric acid and at the 
beginning in distribution equilibrium, at each phase boundary, changes 
of the ion concentrations take place, which are opposite to each other and 
which increase with the length of time, until a stationary state is reached. 
This is due to the fact that the ratios of the cation and anion mobility, (i.e., 
the ionic transfer numbers) are different in water and in the organic solvent. 
The result is that a system which at the beginning shows no potential 
difference, builds up a counter electromotive force of polarization inducing 
a certain steady state due to back- diffusion and re-distribution at and near 
to the phase boufularies. After interrupting the d- ■I nri/i'ij current, the 
system returns slowly to the initial equilibrium state. 

A second type of polarization is bound up with changes of the transfer 
numbers of anions and cations, which are due to differential adsorption on 
the walls of porous membranes (see pp. 317ff.), like gelatin, albumin, 
agar, collodion, or due to the presence of a dissociable pore wall material. 

176 Nernst and Riespiifpld, Ann. Physik., (4) B: BOO, 19[)2. 

Retlip and T. T'oropuff, Ztsrhr. f. physik. Chem., SB; 68B, 1914; B9: 597, 1015. 
About transfer numbers dealing with [‘nlliidinn ineiiibraiies, see, fur instance, L. Michaelis 
et al, J. Gen. Physiol., ID: 071, BH5, 1927; Kolluid-Ztschr., 52: 2. 1933.' 

K. H. Meyer and J. F. Sipvers, Helv. chem. acta, 19: 649, 665, 1936; K. Sullner and 
I. Abraiu/9, J. Gen. Physiol., 24; 1, 1940; K. Sullner, 1. Abrams, aud C. W. Carr, ihid.^ 24: 467, 
^ 941 , 
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If a current is passed, for instance, through a gelatin membrane lying in 
NaCl solution at a pH above the isoelectric point, so that the membrane 
acquires a negative charge, the anions arc relatively retarded (see p. 31 9 ). 
One result of the arising inequality of ion concentrations at the phase 
boundaries is an accumulation of base at the anode at the point of entrance 
of the current into the membrane, readily demonstrable by an indicator. 
Again, a counter-electromotive force of polarization appears, while the 
current is flowing. 

, It is of particular interest to study with a sieve membrane the iiiterfacial 
changes of ion concentrations with regard to the pore size by applying 
different electrolytes on either siile of the membrane. Some results are 
shown in the following experimciit.^'^^ A collodion membrane is prepared 
with pores wide enough to allow both cations and anions to pass. It is 
bathed on one side by a neutral solution of potassium phosphate, on the 
other by Nat^d. A current passed from the K2HP04-side to the NaCl-side 
is found to V)e distinctly stronger than one passing in the opposite direction, 
the membrane being more permeable to K and Cl than to Na an d IIPDi 
(rectifier ejfecf). When the experiment is performed in such a way that a 
long collodion tubing is filled with K2HPO4 and wrapped in gauze wet with 
NaCl (thus roughly imitating an axon), and when one small electrode as 
anode, another as cathode, are attached to tlie gauze some distance from 
each other, so that the current flows from pole to pole partly inside the 
tubing, partly outside, the polarization is stronger at the anode, and spreads 
more around the anode than around the cathode. 

Proceeding now from these nuxlcl membranes to physiological mem- 
branes, one new feature of great significance is, evident. Due to the con- 
stituent hydrophilic colloid ampholytes, the membranes, through polar 
changes in the concentration and in the composition of their ionic atmos- 
phere, are subject to remarkable alterations of their colloidal structure, to 
condensing or shrinking effects, and to softening or swelling effects, and 
even to disintegration, combined with gross changes of the resistance of the 
membrane as such, because of increased (or decreased) ionpermeability. 
Particularly, changes in the concentration of H, K, Ca, and of OH and 
HPO4 may have a predominant influence upon the structural alterations. 
Such an effect is proved by a great number of observations. 

The various alterations as brought about by sending a direct current 
along a nerve (or muscle), the so-called electrotonus, appears in the following 
manner. 

First, one end of an excised nerve is killed by crushing, an electrode 
is placed on this end, the other electrode on the intact surface, and the 
resistance measured in both directions. With the cathode at the living 
(uncrushed) end (catelectrotonus) the resistance of the preparation is 

R. Labes and H. Zain, Arch. f. Exper. Path. Pharmakol., 126: 1, 53, 1328; 12B: 284. 
352, 1927; IJ. Ebbecke, Ztschr. f. Biol., 91: 221, 1931. See, further, U. Ebbecke, Ergebn. d. 
Physiol., 36: 756, 1933. 
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lowered, with the anode (anelectrotnnus) raised, both changes increasing 
with time and current strength. In other words, the nerve in this experi- 
ment displays a rectifier effect. This effect further appears, when alter- 
nating current is applied to an intact nerve with electrodes attached to two 
places of its surface, because one half of the current cycle meets a greater 
resistance than the other. 

Second, with a weak current applied to the nerve of a nerve muscle 
preparation, catelectrotonus indicates a small resistance and raised excita- 
bility, with a strong current an even more lowered resistance, but a decreased 
or abolished excitability (a “cathodic depression At some distance 
from a depressing cathode one can observe also a somewhat lowered resist- 
ance, but an increased excit ability 

Third, the catelectrotonus prc)bably is due, at least partially, to a surplus 
of inside K and of outside Cl being shifted to the membrane by the “out- 
going” current and thus producing a loosening effect. K-salts, applied 
directly to a nerve or muscle, are known to raise excitability at small con- 
centrations, lo depress it at higher concentrations and to produce 
simultaneously a deptdarization of the membrane (see pp. 289, 320).^®'^ 
Therefore, rectification is decreased or abolished by KCl, mainly because 
the ditferenee of permeability between K and Na disappears (R. Guttman, 
I.C.). 

Fourth, inexcitability by K can be cancelled by an anelectrotonus, 
although anelectrotonus by itself is a ilepressant agent, due to its condensing 
influence. Also Ca produces inexcitability, but not by loosening the 
membrane structure like K, rather by condensing it (p. 393); for this 
reason, the depression by Ca can be cancelled by a catelectrotonus.^®® 

Fifth, this interpretation is in good agreement with experiments on the 
fiber-like lung giant plant cells (Nitella), which respond to an electrical 
stimulus by releasing an excitation wave (p. 31 B). The height of this wave 
is modified as to whether the wave is superimposed upon the regular per- 
manent plasma membrane potential, or upon a potential which is shifted 
to another height by an “outgoing” or by an “ingoing” polarizing current, 

U. Ehbcckc, Pfluger’s Arch. f. d. ges. Fhysiid., 19B : 555, 1D22; R. Guttman and K. S. 
Tide, Biol. Bull., 81: 277, 1941; Pror. Soc. K\pi*r. Biol, and Med., 4B: 293, 1941. 

R. (jiittmun, J. Gen. Physiol., 28: 43, 1.044, also K. S. (^de and H. J. Purtis, J. Gen. 
Physiol., 24: 551, 1941. 

182 B. Wengo, Pfiiiger’s Arr*h. f. d. gt*s. Physiol., 31: 417, 1883; 84: 347, 1901. About 
concomitant changes of the amplitude of the action wave, the conduction rate and the abso- 
lutely refractory perioU ti differ according to the direction and the strength of the polariz- 
ing current, see: G. H. Bishop and J. Erlanger, Ainer. J, Physiol., 78: BSD, 1929. 

U. Ebbecke, Pflugcr’s Arch, f . d. ges. Physiol., 195 : 555, 1922; Erg. Physiol., 35 : 756, 1933. 
i**^R. Hdber, PflUger’s Arch. f. d. ges. Physiol., 1D6: 599, 1906. 

I). S. Woronzow, Pfliiger’s Arch. f. d. ges. Physiol., 203 : 300, 1924; 207 : 279, 1925; 210: 
672, 1925; 215: 32, 1927; 222: 159, 1929. Further see: W. Thoerner, ibid., 197: 159, 187, 
1922; 198; 373, 1923; R. Hbber and H. Stroke, 222; 71, 1929; R. Guttman, J. Gen. 
Physiol. 23: 343, 1940; R. Guttman and K. S. Pole, Biol. Bull. 81: 277, 1941. 
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or by application of ions.’^®'*“ For instance, the normal membrane potential 
of Nitella can be depressed by KCl, even to zero with 0.05 M. When 
separate ingoing electrical stimuli of increasing strength, starting with 
2.5 /xa/cm.^ are superimposed, no potential wave indicating p[)larizability 
can be demonstrated, until 15 /xa/cm.^ or more are applied; then counter- 
electromotive forces of polarization reappear. This is analogous to the 
behavior of the nerve muscle preparation in Woronzow’s experiment, where 
the paralyzing effect of K is antagonized by establishing an anelectrotonus. 
In another experiment with Nitdla^ the normal membrane potential is 
brought to zero by a powerful stimulus, and is then rebuilt spontaneously 
within ten to fifteen seconds to its original height. During this time of 
recovery, test stimuli show the counLer-electromotive force of polarization 
to grow progressively. 

Sixth, finally, on sending an interrupted direct current of moderate 
strength in one direction along a muscle, the heights of contraction decay 
gradually until, after some time, the muscle stops twitching entirely and 
seems to be fatigued. However, after reversing the direction of the inter- 
rupted current, the muscle immediately starts contracting to the initial 
height, but again it is “fatigued” after the same interval. This can be 
repeated many times (“ Wendungseffekt” of F. Scheminzky, et and 

thus is proved to be not a real fatigue, but rather a cathodal dejjression; in 
this state the muscle loses its excitability, due to the repeated loosening 
influence of the outgoing current and the concomitant increase of ionper- 
meability, which can be rapidly counterbalanced by reversing the current, 
and thus subjecting the loosened area to the condensing influence of the 
anode. Correspondingly, in experiments upon the giant axon of the squid, 
which is passed by a direct current of adequate strength, it has been found 
that the electrical transverse conductivity can be raised at the cathode to 
the same value as obtained during normal activity, and at the anode 
diminished to a minimum not far from zero.^®^ 

Summarizing all these observations, which could be supplemented by 
many others, fairly conclusive evidence has been afforded in favor of the 
concept proposed 40 years ago, chiefly on the basis of experiments con- 
cerning the influence of inorganic ions on resting potentials of muscles, that 
excitation is a reversible increase of permeability to ions, brought about by a 
limited and transitory dispersion of the colloidal structure of the plasma 
membrane. 


“5-L. R. Blinks, J. Gen. Physiol. 2D: 228, 1036; further, ibid., 13: 405, 1930. 

Z. Von. Gulaszy, PflUger’s Arch. f. d. gevS. Physiol., 223: 407, 1929: P. Scheminzky and 
F. Scheminzky, ibid., 226: 145, 1930. 

K. S. Cole, and R. F, Baker, J. Gen. Physiol., 24: 635, 1941. Concerning microscopic 
evidence of the anodal and cathodal alterations of nerve fibers, see A. Bethc, Allg. Anat. u. 
Physiol, des Nervensystens: Leipzig, 1903; Ztschr. f. Biol., 34: 146, 1906; S. Katsura, Pflilger’s 
Arch. f. d. ges. Physiol., 217: 270, 1027; J. Klinke, ibid., 227: 715, 1931; M. Koll-Schroeder, 
iJnd., 234 : 29, 1934. 
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This result leads to the question, whether there are not involved, in this 
loosening effect, additional factors beyond the influence of the inorganic ions 
which necessarily appear in the vicinity of the membrane during excitation 
in concentrations other than when at rest. The chemical complexities of 
the plasma membrane should be considered, and perhaps still more the very 
characteristic specialized composition of the nerve membranes, iiicliirliiig 
in their constituents split products possibly capable of acting as “pre- 
cursors,” to elicit reversibly, and in small amounts, strong bioelectric effects 
(sec pp. 337, 33D). These considerations tempt one to add to the concep- 
tion of the excitation wave as being, according to the old “Strbmchen- 
theory” of L. Hermann, a mere electrical phenomenon, i.e., a propagated 
depolarization -repolarizati on, another feature, namely, a chemical wave, 
which consists of the liberalif)ri of the aforementioned “precursors” and of 
their re-insertion.^®^ The following points may be inferred to be favorable 
to such a concept. The lipoids of the nervous system consist of: 1. the 
monophosphatidcs, lecithin and cephalin (p. 294); 2. as diaminophosphatides 
the sphingoinyelines, containing, besiiles phosphoric acid and cholin or 
colamin, an un saturated bivalent aminoalcoliol, sphingosin, and a fatty acid 
with 24 C-atoms, either saturated as lignoceric acid or unsaturated as 
nervonic acid; and 3. ccrebrosides, which are lacking to the phosphoric 
acid and the base, but include again lignoceric or nervonic acid, respectively, 
as their hydroxy-derivatives, cerebronic, and oxynervonic acids. With 
regard to the monophosphatides, it should be added that the fatty acids 
included in their molecule, oleic, linoleic, linolcnic, and arachidonic aciil, 
likewise, are unsaturateii components.^*® Now it is known from the work of 
Langmuir and of Adam^®® th^it the presence of double bonds in fatty acids 
causes the surface films to expand at the interface air-water much more easily 
than films with saturated chains of similar length, due to the fact that the 
double bonds attract the water more than a saturated linkage. Further, all 
the aforementioned acids are significant as electrolytes with a polar-nonpolar 
configuration of their molecules and are likely, therefore, to display loosen- 
ing and, finally, disintegrating r\ I oly/iiig properties, as has been proved by 
their depolarising effect on muscles (see p. 337ff).^®^ It is true that so far 
it has not been proved that, while an excitation wave is running along a 
nerve, some such substances are liberated. But, on the one hand, a widely 
distributed enzyme, a lecithinase, has been found in nerve substance. This 
is able to split the unsaturated fatty acids from the lecithin molecule, leaving 

See Hill’s disfussion about the chemical wave: A. V. Hill, Chemical Wave Transmission 
in Nerves: University Tress, (^mibridge, 1932; further, G. H. Parker, A. V. Hill, W. O. Fenn, 
R. W. Gerard, and H. S. Gasser, Physical and chemical changes in nerve during activity: 
Science Suppl., 7R, 1934. 

About unsaturated fatty acids as “ essential” growth factors, see G. O. Burr, Federation 
Proc., 1: 224, 1942. 

N. K. Adam, The Physics and rhemistry of Surfaces, 2nd ed.: Clarendon Press, Oxford, 
1938, chapter 2. 

R. Hbber, N. Andersch, J. libber and B. Nebel, J. Cell. & Comp. Physiol., 13 : 195, 1939. 
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a residue, lysolecilhin, which has a strong cytolytic power. Dn the other 
hand, von Muralt'®® has succeeded in showing that, when excitation waves 
are running along a frog nerve, minute amounts of a very labile substance 
are set free, which is surface active and, therefore, is accumulated in the 
foam of an extract of the nerve and which, ncciH’iling to various reactions, 
is similar to acetylcholine. These observations might suggest that during 
excitation, phosphatides are subjected to a breakdown associated with the 
liberation of cholin (see, further, p. 359). But probably it will be difficult 
to reach a definite conclusion since, according to von Muralt, not more 
than about 0.D7 /xg./g. nerve of the active substance are produced by a frog 
nerve of six cm. length and 50 mg. weight, stimulated rhythmically in such a 
way that six excitation waves are caught on its length by freezing with 
liquid air. Other indications as to the significance of acetylcholine during 
excitation of the peripheral nerve have been coiitributefl mainly by Naeh- 
mansohn.'®^ Acennling to these studies, choline esterase, the catalyzer of 
acetylcholine, is localized in the nerve sheath rather than in the axoplasm. 
In chopped or ground peripheral nerve acetylcholine is resynthesized from 
choline and acetate in presence of adenosinetriphosphate and phospho- 
creatine.^®^ There is also another substance likewise prevailing in the 
sheath of the nerve fiber, diphosphothiamine (cocarboxylase). Hence, 
one may assume that, during depolarization and repolarization, breakdown 
and recovery of the nerve membrane, a complex of chemical reactions c[)mes 
into action, the individual members of which appear and disappear in a 
cycle of phosphorylation and dephosphorylation. It seems not 
unlikely that in such a cycle there are involved also lipophosphatides, which 
in contact with enzymes like lecithinase would become the source of highly 
depolarizing chemical agents, the unsaturated fatty acids (p. 351). But up 
to now this, is nothing else but a hypothesis. 

Concerning the view that the excitation wave is more than an electrical 
phenomenon, but includes a series of chemical reactions, the following 
interesting observations of Osterhout and Hill upon Nitdla cells may be 
mentioned. Their ability to respond to an electrical stimulation by pro- 
ducing an excitation wave (p. 316) is lost by exposure to distilled water, but 
is restored by water, in which the cells have been standing for some time. 

S. Belfanti and C. Arnaudi, Bull. Sol*. Intern. Miernb., 4: 390, 1932, quotLnlfrDm Ergcbn. 
d. Enzymforsch., 6: 213, 193B; N. Frani-ioli, Fermentforseb., 14: 241, 493, 1934. 

A. von Muralt, Proc. Roy. Soc., London, B123 : 397, 1937; Pfluger’s Arch. f. d. ges. 
Physiol.. 246: B94, 1942; K.Lissak, Am. J. Physiol., 126: 778, 1939; 127: 203, 1939; K. Brecihl 
and M. Corsten, PflUger’s Areh. f. d. ges. Physird., 246: 180, 1941. 

D. Nachinansohn, ["ollecting Net 17, No. 4, 1942; further J. F. Fulton and D. Na[:h- 
mansohn, Scienee, 97 : 509, 1943. 

D, Nai-hmansohn, R. T. Cox, C. W. Coates and A. L. Machado, J. NeurDphysiol. 5, 382 
and 397. 1943; W. Feldberg, J. Physiol., 101: 432, 1943. 

Lissak, L. V. VMi Muralt, PfIUger's Arch. f. d. ges. Physiol. 245: BD4, 1942; D. 
Naehmansohn and II. B. Steinbach, J. Neurophysiol., 6: 109, 1942. 

See further A.Liechti, A. von Muralt and M. Reinert, Helv. Physiol. Acta, 1 : 79, 1943. 
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This seems to be due to the fact that an organic substance continuously 
leaves the protoplasm and must be newly produced if irritability shall 
persist. In searching for the nature of the substance, it was found that the 
restorative effect is produced by very heterogeneous compounds, guanidine, 
adrenalin, ephedrin, tetraethylammonium chloride, NH4CI. Also addition 
of blood plasma, saliva, urine, white of egg, and milk re-establishes the 
irritability. 

The conception that chemical events and the electrical processes are 
linked aj)pears to be favored further by the illuminating experiments of 
Lillie^®’® regJiriling the numerous analogies between the nerve process and 
his well-known “iron nerve” model, displaying an electrochemical wave of 
alteriialiiig polarization and depolarization and alternating oxidation and 
reduction which on “stimulation” travels along a wire of passive iron 
coated with an iron oxide film. 

W. J. V. Osterhout and S. E. Hill, J. Gen. Physiol., IT: 87, 1933; W. J. V. Osterhout, 
ibid., 19: 423, 1935; IB: 987, 193.5; Physiol-, Rl-v. IB: 215. 1936. 

1"^“' R. S. Lillie, Biol. Rev., 11 : 181, 1936; Physiol. Rev., 2 : 1, 1922; J. Leu. Physiol., 13 : 1 
1929; 19: 109, 1935. 
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THE INFLUENCE OF NARCOTICS ON 
CELL ACTIVITY 


Narcotics can be classified as organic nonelectrolytes, acting essentially 
by the transitory depression of cellular functions. But not every inhibition 
of this kind is a narcosis. Typically, narcotics do not enter into a chemical 
reaction with cell components; they are chemically “indifferent.” It is not 
customary to call IICN or CO a narcotic; nor are the depressant barbiturates 
and many alkaloids (among them, for instance, morphine), which interact 
with protoplasm as weak acids or weak bases, classified as such. Because 
of their chemical indifference, in general, narcotics pass the cell unchanged, 
and this makes it more conceivable that substances of a very diverse chemi- 
cal nature are found to have iiiin-iil i/inijr properties. The reactions they 
enter into with the cells are of a physicochemical rather than of a chemical 
nature. They make contact with the cells by secondary valences or Van 
der Waals forces, changing the surface properties of exterior or interior 
cellular structures and microstructures, which become apparent as changes 
of dispersity, of hydration, of colloidal aggregation, of dissolving power, of 
adsorption afiinity. Which of these physicochemical reacti ons is, in general, 
the essential one, or is dominant, is still undecided. 

It seems useful to analyze this situation from a historical viewpoint. 
Around 19 OD, fifty years after its great revival by Claude Bernard, general 
cellular physiology received exceedingly effective stimuli from physical 
chemistry. Following the fundamental studies about the osmotic pressure 
and the ionization of salts, numerous objects of animal and plant life were 
subjected to a study of their osmotic properties, with the result of increasing 
knowledge concerning cell permeability. Particularly by iip|d\ ing osmotic 
methods to plant cells and to muscles, Overton^®^ demonstrated that numer- 
ous inorganic and organic substances, dissolved in water, can be classified 
in one of two main groups, the penetrating and the nonpenetrating sub- 
stances; the first, in general, compri'^iiig “ unphysiol ogical” compounds, 
which often are poisonous, especially if the penetration rate is high; the 
second including, among many others, normal components of the cell 
interior, like sugars, amino-acids, and inorganic ions. From these facts 
two conclusions have been drawn by Overton; first, that, considering the 
highly diverse chemical nature of the first group, there should be detectable 

E. Overton, Vierteljahraschrift der Naturforsch. Ges. in Ziirirh, 40: 1, 1895; Pflllger*a 
Arch. f. d. ges. Physiol., 92: 115, 19D2. 
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a common physical property furnishing the penetrating power by a suitable 
interaction with the cell surface; second, that the paradoxical impermeability 
of the cells toward many common cell constituents, as demonstrated by 
osmotic experiments, suggests the capacity for an active” uptake, known 
already at that time in gland cells, and, therefore, named by Overton 
“adenoid activity.’* Through this reasoning, general ])hysiology has been 
confronted with one of its chief problems, the problem of ” active transfer,” 
its mechanism, and its thermodynamics. Furthermore, it has acquired the 
concept of lipoid solubility, which was inspiring in the evolution of the 
lipoid theory of permeability'®® as well as in that of the lipoid theory of 
narcosis.^®® The latter made its appearance as a byproduct, so to speak, of 
Overton’s studies on cell permeability insofar as it became obvious that the 
rate of penetration and the narcotic strength, expressed as the reciprocal 
value of the minimal narcotizing concentration, increase with the increase 
of the relative lipoid solubility, measured by the distribution coefficient 
lipoid: water (see Sec. 1, chap. 5). On the basis of pharmacological con- 
siderations, the lipoid theory of narcosis was presented simultaneously and 
independently by H. II. Meyer. ^®' Both these theories necessarily focused 
attention upon the plasma membrane, its chemical composition and its 
structure as basis for its properties. 

1, The Lipoid Theory of Narcosis. — ^Lipoids — namely, organic sub- 
stances resembling fat in their dissolving power — exist in great variety. 
Overton, H. II. Meyer, and many others used olive oil as a lipoid model, 
although, from the beginning, they were aware that this neutral fat could 
hardly exist as a normal component in the plasma membrane. Ether, 
benzene, mixtures of benzene with cholesterol or lecithin, neutral oil with 
the addition of oleic acid and (or) diamylamine, anil others, also, have been 
used as model substances, especially in studies of problems of permeability, 
but none of them was found quite satisfactory, although in numerous experi- 
ments there appeared a rough correlation between distribution coefficient 
on the one side, penetration rate and nareol i/.iog capacity on the other. 
Aerordiiii: to the Meyer-Overton theory, one would expect that, as the 
outside concentration was raised, the narcotizing effect wouhl become evi- 
dent with all narcotics at the same molarity in the lipoid inside the cell, 
irrespective of the chemical formulas of the narcotics applied. F or instance, 
in experiments with tadpoles, the critical concentration in water is reached 
when the tadpoles just become immobilized by the paralysis of their central 
nervous system. In the case of propylalcohol, the critical concentration is 
found to be 0.11 molar, and the distribution coefficient olive oil: water is 
D.13. The critical molar concentration in the lipoids of the central nervous 
system should, then, be 0,11 X 0.13 = 0.0141. However, the following 
Table XX, listing values obtained in this way by K. H. Meyer and H. Gott- 

E. Overton, Vierteljahrsschrift d. Naturforsuh. Ges., 44: 88, 1899. 

^ 200 E. Overton, Studien tiber die Narkose: G. Eiseher, Jena, 1901. 

II. Meyer, Areh. f. exper. Path. u. Pharmaknl., 42: 109, 1899. 
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shows in the last column not more than a rough approxima- 
tion to the postulated constancy of the calculated distribution ratio for the 
lipoid to the central nervous system, although the values in the first and 
second columns illustrate fairly well the principle of the lipoid theory of 
narcosis. 


Tablk XX 



Narcotic cone, 
for tadpoles 
mol. /I water 

Distrib. cocfl. 
olive oil: 
water 

Narcotic cone. 

calculated 
mol. /I lipoid 

Ethyl ali‘i)h(il ... 

0 4 

0 08 

0 0120 

Propyl alcohol 

0 11 

0 13 

0 0140 

Butyl alrohol. ... ... 

0 19 

0 IK 

0 0230 

Etlivlurelhane 

0 04 

0 03 

0 0012 

Valera m id e. 

0 05 

0 07 

0 0035 

Ether 

0 024 

2 4 

0 0570 

Beiizamidc. . . 

0 005 

0 44 

0 0022 

Salieyhifiiide 

0 D02 

14 

0 0O2K 

Carljondisulfijle ... 

0 0005 

50 

0 0250 

Phenylurcthane 

0 001)0 

150 

0 0900 

Menthol 

0 0001 

250 

0 0300 

Thymol 

0 000055 

1)00 

0 0330 

Average. 



0 0245 


Table XXI 



Narciitic rone, 
for mire, volume 
per cent in air 

Solubility eoeff. 
olive oil 37° r. 

Calculated 
narcotic cone, 
mol./l lipoid 

Methane. ... : 

370 

0.54 

0 08 

Ethylene 

BO 

1 .3 

0 04 

Acetylene 

05 

1.8 

0 05 

Dimethyl ether 

12 

11.0 

0 00 

Methyl chloride 

0.5 

14 0 

0 07 

Ethyl eneoxidu 

5.8 

31 

0 07 

Ethylchloride 

5,0 

40 5 

0 08 

Diethylethcr 

3 4 

50 

0.07 

Amylene . . 

4 0 

05 

0 ID 

Methylal 

2 8 

75 

0 08 

Dimethylacelal 

1 9 

100 

0 00 

Carbondiaulfide 

1 I 

100 

0 07 

Chloroform 

0.5 

205 

0 05 

Average 



0 07 


It appears that the values of the last column are scattered around an average 
value of 0.D245, but vary between the wide limits of O.D012 and 0.090D. 


K. H. Meyer and H. GottliBb-Billruth, Ztsehr. f. physiol. Chem., 112: B5, 1020. 
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However, in another series of experiments by K. H. Meyer and 
H. Hopff,^®^ (Table XXI), where 17 narcotics in vapor form were adminis- 
tered to mice, a much better agreement with the postulates of the theory 
was attained, as is obvious from the fact that, for the critical molarity in 
the lipoid of the central nervous system, an average value of 0.07 molar 
was calculated, with deviations between only 0.D4 and 0.1 D. 

This result has been referred by K. H. Meyer to the fact that, at variance 
with the group of narcotics applied in the first-mentioned series (alcohols, 
esters, ether, and acid amides), the narcotics of the second series, chiefiy 
hydrocarbons and their chlorine- derivatives, have a molecular configuration 
free, or nearly free, from polar groups. There are several reasons, which 
might be discussed in this regard, but one major point seems to be that with 
apolar-polar solutes, e.g., alcohols, the distribution coefficient lipoid (oil) : 
water is more variable and more dependent upon the molar concentration 
applied in the experiment than it is with apolar solutes, e.g., chloroform 
(sec Sec. 1, chap. 5 and Sec. 2). 

It has been mentioned previously (p. 356) that olive oil was never 
assumed to be an ideal model of a cell lipoid, or even to resemble chemically 
a natural lipoid, and, furthermore, that in all organs and particularly in 
the central nervous system there certainly is a rather large group of sub- 
stances, which physicocheniically could be regarded as functioning as 
lipoids, for instance, lecithin, or, more generally, phosphatides, higher fatty 
acids, and sterols. Indeed, all these have served as lipoid models in various 
experiments, mainly concerning permeability (Overton, Ruhland, Collander, 
H. H. Meyer, and others), ron^idering investigations like these, K. H. 
Meyer, in continuing his studies on narcosis of tadpoles, has attempted 
to discover a solvent which does not display the irregularities evident in the 
experiments with the apolar-polar solutes (Table XVI). As a matter of fact, 
olein alcohol CisIIaBOII has been found to have suitable properties, as 
appears from the following Table XVIII. 

In this experiment with 13 different apolar-polar narcotics, the critical 
narcotizing concentration in the lipoid appears to be reached with 0.03 
mol. /I on the average, the values scallcriiig only between 0.013 and 0.048, 
although the critical narcotic concentration in water changes from 0.33 to 
0.000047. 

In the choice of this model lipoid, K. H. Meyer was guided by the follow- 
ing, or at least by a similar, consideration. As mentioned earlier, the lipoids 
of the nervous system are monophosphatides, diaminophosphatides, and 
cerebrosides, all of them containing uiisaturated fatty acids with two to 
four double bonds (see p. 351). Tentatively ailopling the idea that the 
combination of alcoholic OH-groups and of long C-chains may mediate the 

K. H. Meyer and H. Hopff, Ztschr. f. physiol. Chem., 125: 281, 1.123. 

2”^ See: N. W. Lazarew, J. N. Lawrow, and A. P. Matwejew, Biyi‘heiu. Ztsebr-, 217: 454, 
-1930. 

H. Meyer and II. Ileiniiii, Biochem. Ztsehr., 277: 39, 1935. 
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theoretical behavior, K. H. Meyer decided to try, instead of olive oil, olein 
alcohol. Furthermore, for somewhat different reasons, the monophos- 
phatidcs should be dealt with as conlainiii^ the long-chain acids -oleic, 
linoleic, linolenic, and arachidonic acids, the unsaturateil character of which 
possibly contributes to the lipoid property in quest! 011 .^“^ 


Table XXII 


. 

Narcotic eoni*. 

Distril). ropff. 

Nnre. rone. 


for tadpoles 

olein ah ohol: 

mol. /I lipoid 


mol. /I water 

wot t^r 

eahuhil ed 

Ethylalcohol . 

1) 33 

9 19 

9 933 

Propylalpohol 

1) 11 

9 35 

9 938 

n-Butyhilfolinl 

9 03 

9 95 

9 02 

Valeramide 

0 07 

9 39 

0 921 

Antipyrin p 

1) 97 

9 31) 

1) 921 

Aininopyrinc 

9 93 

1 39 

9 939 

Benzarnide 

9 1)13 

2 59 

9 933 

Dial 

9 [)1 

2 49 

0 924 

Salirylamide 

9 9933 

5 99 

9 921 

Luminal 

9 098 

5 99 

9 948 

Adalin 

0 992 

0 59 

9 913 

n-Nitranilin 

9 9025 

14 90 

U 935 

Thymol 

9 990947 

.959 

9 945 

Average 



9 93 


Thus it becomes suggestive to postulate that special lipoitls are assigned 
to special functions. Narcosis appears in the nervous system of the tad- 
pole, when the concentration of the narcotic in the lipoid in question has 
been raised to D.()3 molar. Evidently, this lipoid is somehow essential for 
the normal functioning. So far it is unknown why the dissolution of a 
uarentic in a lipoid to a certain concentration is accompanied by the char- 
acteristic functional alteration, viz., an inhibition of excitation, of contrac- 
tion, of ciliary movement, or of protoplasmic .si reiiniiiig. Perhaps one can 
assume that the breakdown of the membrane following stimulation (pp. 
315ff, 351) is the effect of the liberation of nonpolar-polar unsaturated fatty 
acids from the fairly unstable molecules of the lecithins, the sphingomyelins, 
or the ccrcbrosides, and that this breakdown of a structural lipoid can be 
inhibited by charging it with narcotic.^“^ 

If the results of K. H. Meyer and Hemmi compel one to believe that in 
the natural mixture of many fat-like solvents called lipoids, present in the 
nervous system (or in other organs), there is one of special functional impor- 
tance, then, of course, there is no sense in determining the distribution 

See K. H. Meyer and II. Ilemmi, BiDcheni. Ztsihr. 277: 3D9, 1935; K. Hiiher, M. 
Anderseh, J. Hober, and B. Nebel, J. Cell. & Comp. Physiol., 13: 195, 1939. Ser, furlhtr, 
pp. 337, 351, and Srr. 2. 

See, for instanre, N. K. Adam, rhap. IT, ser. 31. 
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coefficients with the mixture extracted from the organ, as frequently has 
been done in order to test whether the distribution coefficients of the various 
narcotics are really a measure of the narcotic strength, as postulated by the 
lipoid theory. However, on the other hantl, it will be well worthwhile 
continuing to study, as in the experiment of X. H. Meyer and Ilemmi, the 
narcosis of various functions, with reference to various individual lipoids, 
the distribution coefficients of which are well known. There is no other 
way to decide finally whether Overton and II. H. Meyer were justified in 
drawing the conclusion that practically all chemically indifferent narcotics 
are able to produce a certain degree of inhibition, if they have entered into 
their functionally essential lipoid to the same molar concentration, and, 
so far, there is only this one remarkable experimental series of K. II. Meyer 
and Hcmmi in confirmation of this original deduction. 

2. The Adsorption Theory of Narcosis. — A second physicochemical 
theory of narcosis, i*oinpel iiig for a long time with the lipoid theory appeared 
after Traube, in 1.9 54,^®® turned attention to the fact that a large group of 
surface active substances, i.e., substances which lower the interfacial tension 
between water and a second phase, include many narcotics. He also pointed 
out that there is an iiiterrtdationship between the narcotic strength and the 
surface activity (adsorbability) like that existing between narcotic strength 
and lipoid solubility, and, further, that there is a quantitative connection, 
known as Traube’s rule of the homologous series, which at first was assumed 
not to have an analogue in the lipoid theory. The two theories even seem 
to exclude each other in that a solute taken up from an aqueous phase into a 
solvent, like a lipoid, is homogeneously distributed throughout the lipoid 
phase, whereas adsorption is the accumulation of a substance at the surface 
between the two phases. Thus, comparing the two theories, one may for- 
mulate the adsorption theory — in conformance with the original general 
formulation of the lipoid theory of H. H. Meyer ami Overtt)n— by saying 
that narcosis occurs when by raising the concentration of a narcotic, irrespec- 
tive of its chemical nature, the interfacial tension is lowered to a definite 
point, due to its adsorption affinity toward the substrate of its inhibitory 
effect. In the ridlouiiin it will be examined whether such a conception is 
justified. 

There are two main objections to such a general formulation of the 
adsorption theory. First, there are substances which produce narcosis 
without being adsorbable, as far as is known, upon any cell structure nr 
constituent, and there are also substances which are adsorbable without 
being able to narcotize. Second, the rule of the homologous series has been 

Interesting results can be expected all the more, since (according to Overton) the critical 
narcotic concentrations in plant cells and protozoa are about six times greater than in verte- 
brates (E. Overton, Studien Uber die Narkose: G. Fischer, Jena, 1901). This striking differ- 
ence may well be related to differences in the functional lipoids. 

I. Traube, Pflilger’s Arch. f. d. ges. Physiol., 106: 541, 1904; 132: 511, 19111; 163: 276, 
1913, 16D: 591, 1915. 
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found to be significant not only for adsorption, but also for other distribution 
ph enomena. 

With regard to the first point, as has been mentioned before (p. 358), a 
series of hydrocarbons and their Cl-derivativps, like methane, ethylene, 
acetylene, ethyl chi oriJe, chloroform, carbon tetrachloride, are surface 
inactive, viz., they do not lower the interfacial tension at the phase bound- 
ary water-benzene or water-oil,^^^ or water-air, although they are 
narcotics with their narcotic strength increasing in a homologous series 
with the length of the C-atom chain, as shown, e.g., by the following table. 

Tablk XXTIT 


Tsf)iiarLM)tiL* L'oncmtratiDns for inirt*- 



Mol. weight 

Mnl./l in air 

Q 

Ponlane 

72 

0 9952 

3 1 

Hexane... 

Hit 

9 0917 

2 H 

Heptane .... 

lOU 

0 999B4 

2.9 

Oetaiu* 

114 

9 99932 



Further, in a series ol* 11 iiarcoLic substances examined by Lazarew and 
co-workers, there are only two which slightly lower the interfacial tension, 
cyclohexane CeHm, wliich has two double bonds, and ether cniiliiiiiing 
oxygen. Evidently, only the apolar or nearly apolar narcotics are surface 
inactive. It follows that adsorption cannot be an unequivocal precondition- 
ing factor in narcosis. On the other lianil, substances which lower the 
tension of a phase boundary are not of necessity narcotics. Adsorbability 
is evidently bound up with a nonpolar-polar molecular configuration. It 
is this configuration, which brings about a surplus concentration of the 
molecules in the interface by anchoring the polar hydrophilic part in the 
ar|uer)us phase, while the aptdar part has a ternleiicy to enter the seconil 
phase. How much this concentration can be effectuated, seems to be a 
matter of the mutual affinities of the molecular groups. Fur instance, 
napththaleiiB sulfonates, cetylsulfate, and the salts of fatty acids with 
C-atom chains longer than about Gr, are surface active, but ineffective as 
narcotics. However, they arc cytolytics, e.g., hcmolytics, and display this 
property according to their surface activity; isohem olytic solutions are 
isocapillary. But, with narcotics like the monovalent aliphatic alcohols 
and numerous others, isocapillary sfdutions have been shown to be also 
“isonarcotic.” Possibly this is due to the fact that narcotics are nonelec- 
trolytes, the Van der Waals forces of which, operating in these nonpolar- 
polar molecules in opposite directions, are not strong enough and not enough 

213 jsj Lazarew, J. N. Lawrow, and A. P, Matwejrw, HiDchem. Ztschr., 217 : 454, 1!)3[). 

II. Fliliner, Biochem. ZlsL-hr., IIB: 235, 1921; 120: 143, 1921. 

See K, H. Meyer and H. lleiiimi, Biiirhem. Ztsrhr., 277 : 39, 1935. 

See, e.g., M. Budausky, J. & Comp. Physiol., 1 : 429, 1932. 
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remote from each other to prevent the nonpolar (lipophilic) groups from 
entering the lipoid phase. 

As to the second point, Traube,^^® investigating the capillary activity of 
organic compounds by the stalagmometric method, was struck by the fact 
that in a hoindlogoiis series of surface active non electrolytes (e.g., alcohols) 
the concentrations of isocapillary and of isonarcotic solutions differ from 
each other by a factor (Q), approximately equal to 3, as is illustrated in 
the following Table XX, showing the decrease of 02-consumption of goose 
erythrocytes and the inhibition of the frog heart. 


TaHLE XXTV. f^APILLARACTIVTTT AND NaHTOBIS 


Nareotie 

O 2 consumption 
goose erytlir. 

50 % inhibition 
by mols. 

Bel. rapillary 
depression 
(waior cq. 1 99) 


Inhibition 
frog heart 
by mols. 

Drop enunl 
(water cq. 39) 

CHaDll 

5.0 

31 

Is 

3 74 

59.5 


1 5 

2K 

1 21 

51.25 

CJIyOH 

0 B 

35 


1) 37 

51.5 

C4HflOII 

0 15 

28 


n 11 

51.25 

CsHiiOH 

0 945 

28 

(d 

1) 039 

52.25 

CtUibOH 




0 093 

51 25 


This can be interpreted as significant to adsorption. In a homologous 
series, the addition of one CII 2 group increases the interfacial activity; in 
other words, increases the distribution coefficient surface ; water by a 
certain factor {Q) in such a way that as the number of CH 2 groups progresses 
arithmetically, the value of the distribution coefficients progresses geo- 
metrically (e.g., 1:3:3^:). The numerical value of this factor [Q) is deter- 
mined by the differences of the secondary valences of the nonpolar and the 
polar parts of the moleeules involved. These account for the energy 
required to bring the substances in question into equilibrium with the two 
phases. For this reason, with other distribution phenomena, other 
factors Q have been encountered, as appears in the following Table XXV. 

It is obvious that Traube’s rule does not refer specifically to adsorption, 
but that it is significant for various distribution phenomena, including the 
distribution organic solvent : water. 

In general, it is observed that the amount of the substance adsorbed 
from a solution to the surface of the second phase, is not proportional to 


See also W. D. Harkins, G.L. Plark, anilL. E. Rnberts, J. Am. Chprii. Snc., 42: 7[)D, 1D20. 
I. Traube, Liebig’s Ann. d. (’hem., 256: 27, IffOl; Pfliiger’s f. d. ges. Physiol., Arrh. IDS : 
541, 1004; 132: 511, 1910; 153: 27G, 1913. 

0. Warburg, Biochem. Zt.silir., 119: 134, 1921; II. Fulmer, ?5fr/., 120: 143, 1921. 
^^^Frumkin, Ztsehr. f. physik. C’hcm., IIB: 591, 1925. 

See II. Freundlirh, Colloid and [’apillary (’heiiiistry: E. I*. Dutton and Co., New York, 
1925; further, K. H. Meyer and II. H. Heiiiiiii, Bioehem. Ztsrhr. 277 : 39, 1935; A. J. Flark in 
Handb. Exper. Pharm., vol. 4: Springer, Berlin, 1937. 
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its concentration, but that*an exponential curve, the adsorption isotherm 
(Freundlich),^^® accounts for the distribution in such a way that the distribu- 
tion coefficient surface : water decreases with increasing concentration in 
the solution. So far as the adsorption of a substance to a cell or to a cell 
component is indicated by a functional alteration, it appears that the con- 
centration action curve is not a straight line, as it would be, if, for instance, 
a narcotic were taken up by a cell, instead of remaining attached to the 
interface, and entered a lipoid phase with a distribution coefficient lipoid : 
water = constant (see, e.g.. Table XXVI). 


Table XXV. -DisTitiBirTioN ToEFFiriENTa 


Distrib. L'Opff. surface/water 
[refiproc. iimlarity of iso- 
rapillary solutions) 

Distrib. porfF. beiizrnp: watrr 

Distrib. couff. cotton seerl 
[)il: water 

(HaOH 0 
r 2 iLOH f ).20 : 

[) [12 ; 
t JI.OH 2 2[)L g 
i-t\lliiOH7 OD' 

rHjt’onn o 05s> 
r'aii.rooH (» 2 « r jj! 

CaHvf'OOIl 1 08 L®:; 
(' 4 ii,rooH 3 73 , 

CiiH 4 (’Ol)ll 11! 1 ' 

niaOH [).0097i 

C 2 H 5 OII 0 0357 r 

( 3 II 7 OH D 15B r ^ 

i-c^H^nii 0 588 ; 
i-CBHM0H2 13 ^ 


Distrib. poeff. gaseous phase: water (Util") 

Distrib. coeff. enzyme: water (50 per ceiil 
iubibition of surcino-dehydrogenasc) 

HrOOH tl 38, 

CHarOOIl 0 [\ 9 \ * 

r^iLr ooHi 28 1 
r3ll7[T)OH2 01 ) ' 

C 4 H 5 ,rOUll 3 57^ 

CH3OH r> 1 

CzHbOH 22 

C 3 H 7 t)II 11 

C4H0OII 0.4 


Table XXVI. — DiaTBiBuxinisf of Acetone Between Water and Triuhloketiiylene 


rv 

Ct 


0 100 

0 193 

1 20B 

0 350 

0 359 

1 025 

D 054 

0 719 

1 100 

0 940 

1 029 

1.090 

1 389 

1.5G2 

1.128 


However, in adsorption processes neither a straight line nor an exponential 
correlation can be expected definitely. There are numerous deviations 
from the usual isotherm relationship, just as the distribution coefficient 
solvent .’Water likewise is by no means with regularity a constant (see, 
e.g.. Table XXVll) (see, further. Sec. 1, chap. 5). It has been pointed out 
(K. H. Meyer and H. H. Hemmi) that theoretically the straight line rela- 
tionship is more likely to be observed in atlsorption experiments dealing 
with relatively low concentrations of the adsorbendum, whereas, at higher 
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concentration ranges, the concentration action curve should resemble 
more the common isotherm. These theoretical conclusions seem to be 
justified by observations coiieerning the ‘Siarcosis” of enzymes. Here 
frequently the poisoning of an enzyme with various concentrations of 
the inhibitory agent has given eviilence of the typical ex])unential curve 
of the adsorption isotherm. But, on the other hand, e.g., the concentration 
action curve of invertase in water, inactivated progressively by raising the 
concentration of elhyl alcohol, approximates at lower concentrations a 
linear relation, and only at high concentrations does the exponential relation 
appear^^® as the maximal effect is approached. 


TaBI.E XXVII. — DlSTRIBirTlDN OF AfETONE BeTWEEN WaTER and f'llLOHOFDRM 



rc 

r'.: 

0 932 

9 ISB 

5 29 



5 11 

9 145 

9 1)70 

4 95 

1) 293 

1 17 

4 44 

C) 493 

1 98 

4.91 

1 919 

3 06 

3 92 


Thus we reach the conclusion that between the two main rival theories 
of narcosis brought about by the typically ''indifferent” narcotics (j). 855) 
there is no definite choice except in the case of the nonpolar-polar narcotics, 
which seem to be effective exclusively on the basis of a solubility in certain 
lipoids. But so far this has been shown only by experiments upon the 
central nervous system. 

On the other hand, in reconsidering that the polar groups confer to 
narcotic molecules surface activity or interfacial activity, a special role is 
assigned to these which was indicated already by apidying the r)ften- 
rejected term of “narcosis of enzymes.” The narcotics in this case, as in 
many others, are believed to inactivate the enzymes, as microheterogeneous 
structures or any other cellular structures, irrespective of any lip[)ifls being 
present or absent, by their attachment to the surface, so that the substrate 
present in the fluid parts cannot reach the site of reaction. 

From the viewpoint of adsorption, this is quite a cljirifying conception, 
which, by various modifications, allows an approximation to the usual 
manifestations of narcosis. For instance, the enzyme invertase can be 

218 SE?e 0. Meyerhof, Pfluger’s Arch. f. d. pcs. Physiol., 1B7 : 251, 1914. Coiuerning seruui 
lipase, see P. Rnna and A. La.snitski, Hioeheiii. Ztsehr., 163: 197, 1925. Further, H. Winter- 
stein, Neuere llntersuch unpen zur Theorie der Narkose: Advances in Modern Biolopy, 5: 
No. C, 193C. A. J. Clark in Haiidb. Exper. Pharm., Bd. 4: Sprinper, Berlin, 1937; Tr. Earadaj" 
Sop., 33: 1957, 1937. 

220 See also the disrussion between K. II, Meyer and 1. Trauhe, Biochein. Ztschr., 262: 444, 
445, 447,1935. 

221 O. Wnrhurp, Bincheni. Ztschr., 119: 131, 1921. 
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inactivated by appropriate amounts of narcotics. But this is due to the 
fact that the ordinary invertase preparations are contaminated by proteins 
which present a cnlloirlal phase for the ailsorption of the narcotics. For, 
after careful purification of the enzyme, the sensitivity to narcotics dis- 
appears, but is re-established by the arldition of albumin or globulin.^'^^ 
Further, it has been demonstraterl by many experiments that the inhibitory 
effect of narcotics upon cell reactions decreases progressively upon destroy- 
ing the structural constituents of the cells by cutting, grinding, macerating, 
and expressing the protoplasm, as it has been shown particularly with regard 
to cell respiration, or, rathiT, to the oxygen uptake. This has been inter- 
preted as caused by the diminution of adsorbing areas. Also, it has been 
observed that, in such a mass, narcotics of low solubility, like thymol, 
trduene, phenylurethane, which are known to stop growth and development 
of intact cells, appear to leave some enzymatic activity intact, instead of 
blocking it.^“^ 

However, in experiments of this kind it must be borne in mind that tlie 
refractory behavior toward narcotics could be referred also to the striking 
specificity of the reactions of enzymes. F[)r instance, the uptake of Du 
by minced brain is inhibited by luminal with glucose, lactate, or pyruvate 
present as substrate, but not with succinate and the oxygen uptake 
of brain is inhibited by ctliylurcthane, but not that of yeast (Quastel). 


Table XXVIll. — TiiiiEsiinLii foNf'ENTii^TiuNS for Immobilizing Arenicola Larv^f^ 




II 

8 

9 

Alcohol Ji 

i-Propylidi-ohol. . 

ee./lOO VC. 

2.5 

2 5 

2 5 

i -Amytal eohol 

ee./lO0 vv. 

0 1 

0 1 

0 1 

rhloretone .... 

ee./l00 ee. 

0.025 

0 025 

0 02.3 

Allcaloid.'f 

Coeaine 

gr./lO0 ee. 

0 01 

1) 003 

0 0025 

Proeaine 

gr./lO0 re. 

0.01)2 

0 001 

0 1)01)5 

Barbituric aridu 
i-Aniyl elhyl 

gr./ini) ee. 

0 005 

0 025 

0 05 

Propyl methyl (‘arbinyl ethyl 

gr./10O ce. 

0 1)03 

0 UU5 

0 012 


Finally, attention has been given to the influence of pll, as it is illus- 
trated, e.g., by experiments on a low animal, the larva of Arenwola.'^^'^ The 
above Table XXVITI indicaLes the minimum concentration of a series of 


D. Meyerhof, Pfliiger’s Ardi. f. d. ges. Physiol., 157 : 251, 1D14. 

A. Schilruicyer, PllUger’s Arrh. f. d. ges. Physiid., 2DB; 505, 1025; see, further, O. War- 
burg and 0. Meyerhof, ibid., 140: 205, 1012; 0. Warburg and R. Wiesel, ibid., 144: 4B5, 1012. 

0. Warburg and I). Meyerhof, Pfluger’s Areh. f. d. ges. Physh)!., 14B: 205, 1012; 11. 
Warburg, iUd., 154: 500, 1013; 150: 10, 1014. 

J. H. Quastel, Physiid. Rev., 19: 135, 103,0; also F. A. Fuhnnun loid pT. Field, J Cell. & 
Comp. Physiol., 19: 1942. 

*2® G. H. A. Clowes and A. Kelteli, Proc. Soe. Exper. Jliol. &l Med., 29: 312, 1031. 
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compounds at three different pH-values, which immobilize the larvae 
within five minutes. 

It is obvious that the threshold concentrations of the alcohols are 
independent of the pH, that the paralyzing effect of the alkaloids increases 
with rising pH, and that of the barbituric acids decreases with rising pH. 
This is in agreement with both the lipoid theory and the adsorption theory 
of narcosis, as the unilissociated acid is increased at the lower, the undis- 
sociated base at the higher, pH, and as the undissociated compounds are 
more adsorbablc and more lipoid soluble than the ionized salts. But, by 
fiiciiliniiiiig these experiments, we already cross the border line confining 
this discussion (see p. 35.5) to studies concerning the “indifferent” narcotics, 
which react with tlie cells only by secondary valences. 

3- Permeability and Narcosis. — The most common aspect of narcosis 
is that of abolishing excitability and of blocking the excitatory process. 
Since, on the broadening basis of an increasing amount of experimental data, 
it has been rather generally accepted that excitation is accompanied by a 
rise of permeability, particularly of permeability to ions, it is suggestive to 
believe that narcosis is dependent upon the adsorption of the interfacially 
active narcotics to those structures, in which the excitatory process takes 
place, and the resultant exclusion of these from the complex of chemical and 
physicochemical reactions, constituting the process of excitation. In this 
respect, narcosis is a decrease of permeability, which, considering the 
electricabmanifestations of muscle and nerve, may be thought of as being a 
decrease of permeability to ions, but also may include permeability to 
other solutes, and to water. 

The adequacy of such a concept can be tested in model experiments on 
sieve-like membranes, the pore diameter of which, due to the fairly great 
rigidity of the building material, is stable and approaches molecular dimen- 
sions, as in the dried collodion membrane of Michaelis. 

The following observations^-** are especially pertinent. With membranes 
of a certain porosity, the rate of diffusion of glucose during the first hours 
or days decreased progressively to a low constant value. This can be 
considered as due to the fact that these artificial membranes, instead of 
having pores with a uniform diameter, contain an assortment of pores of 
different widths, so that only a small percentage of the pores is available 
to the relatively large glucose molecules, and that, gradually, more and 
more of these channels become clogged by the sugar molecules. 

Correspondingly, one may assume that interfacially active substances, 
such as many narcotics, form an adsorption layer upon the pore walls and, 
by narrowing the aperture in this way, obstruct, or even completely block, 
the passage through the channels to a degree dependent upon the molecular 
volume of the penetrating substances. Even small molecules, such as 
water, could be prevented from entering. 

See, further, G. H. A. Clowes, A. K. Kelteh, and M. B. Krahl, J. Pharm., 6B; 312, 1940- 
A. A. Weech and L. Michaelis, J. Gen. Physiol., 12: 55, 221, 1928. 
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Some experiments of Anselmino^^® seem in favor of this assumption. 
In one set of experiments with test-tube-shaped collodion vessels filled with 
D.5 molar sucrose solution, the rate of osmosis of water was studied with 
and without urethanes (C3 lo Ca) or alcohols (C'4 to f r) in isocapillary con- 
centrations on both sides of the sac. The osmosis was markedly and 
reversibly retarded by the narcotics. In another set [)f experiments on the 
rate of diffusion of SCN and Cl ion, similar results were obtained. One 
membrane was found completely impermeable to SCN after the addition 
of 0.1 mol. butyliirethane.^'*'^ Furthermore, there are quite a number of 
experiments on physiological objects, the results of which resemble the 
experiments on the artificial membranes. Some of these arc concerned 
with the entrance or the escape of substances across the surface of red blood 
corpuscles. The slight spontaneous loss of electrolytes, which follows 
rinsing the corpuscles with sucrose solutions, and which is indicated by 
conductivity measurements, is diminished by a proper amount of narcotic. 
Likewise, the exchange of SO4 and Cl across the selectively anionpcrmeable 
surface is retarded by various narcotics (urethanes, substituted ureas, and 
alcohols). The volume increase following the suspension of (human) 
erythrocytes in solutions of slowly penetrating nonelcctrolytes (glycerol, 
crythritol, xylose, arabinose) (see Sec. 4, p. 240) also is slowed down in iso- 
capillary concentrations of alcohols and uretlianes,^^^ 

To the interpretation of all these observations one principal objection may 
be made: the observed changes refer to rates, whereas narcosis is, in essence, an 
equilibrium state in which time does not play a role. With a particular drug 
concentration one can establish a certain state of either complete or partial 
narcosis for an indefinite length of time. However, under certain conditions, 
rate measurements, also, are doubtless indicative of narcosis in the ordinary 
sense of being an equilibrium state. Fi3r instance, in the experiments of 
Anselmino and Hoenig, swelling of erythrocytes in glycerol solution is due to 

22'* K. J. Anselmino, Pfliiger’s Arch. f. d. ges. FhysioL, 22D: 525, 102B; also 22D: 633, 1928. 

231) These experiments have been repeated by E. Ponder and J. C. Abels (Proc. Son Exper. 
Piol. & Med., 36: 551, 1937) with results conflirting with the conclusion which may be drawn 
from the cxperinienls of Anselmin)*. Urelhanes again were found to retard the diffusion 
rale of SCN, but the diffusion of other anions (including Cl) and cations remained quite 
unaffected. In nearly all the model experiments with collodion membranes, the membrane 
material has been considered to present a rigid sieve structure (Sec. 5, pp. 317ff). However, 
recently, evidence has been provided (sec K. Sollner and P. W. Peck, J. Gen. Physiol., 27 : 451, 
1944) that certain organic non electrolytes and electrolytes can enter the membrane substance as 
an organic solvent, they can be accumulated in the substance and can cause the membrane to 
swell, or they can be accumulated by adsorption at the internal interfaces. But, hydrophilic 
organic compounds, like sugars, polyhydric alcohols, and anions of hydroxyl carboxylic acids 
(p. 247) are inert; organophilic (“ carbophilic”) compounds [e.g., valeric acid, valeramide, 
amylalcohol) arc active. These processes, at least beyond a certain concentration range, must 
reflect upon the permeability. 

A. Joel, Pfluger’s Arch. f. d. ges. Physiol., 161: 5, 1915. 

R. Siebeck, Arch. f. Exper. Path. u. Pharmakol., 95: 93, 1922. 

K. J. Anselmino and E. Hoenig, Pfluger’s Arch. f. d. ges. Physiol., 225: 56, 1930. 
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the entrance of glycerol, accompanied by the entrance of water, until hemolysis 
ocnirs. This swelling is retarded more and more by increasing concentrations 
of alcohols according to tlie length of their [/-chains ([^3 to C7). Thus very 
small concentrations of hcptylalcohol suffice to prevent the Inanolysis for a 
long time. It is probable that nearly the entire assortment of pores of the 
sieve-like membrane is occluded by the adsorption to their walls of these large 
molecules, and a nearly complete “narcosis” of the ordinary exchange is 
similar to that mentioned before concerning the diffusion of SCN across a 
collodion membrane, and its blocking by but ylur ethane. Thus, the decrement 
of rates in these series of experiments can be interpreted to mean an approach 
to narcosis as an equilibrium.^^^ 

Additional evidence about the increase of the resistance to the passage of 
solutes caused by the adsorption of narcotics in the pathways which extend 
from the exterior to the internal surface structure of cells and tissues is fur- 
nished by studies concerning the bioclectrical properties. Old observa- 
tions^^^ on the resting potential of sartorius muscles, which arises during the 
local treatment with inorganic neutral salts (p. 318), and which to some 
extent can be compared to the normal reversible electric reaction after 
excitation, have shown that the curve of its gradual development takes a 
more flattened course in the presence of a narcotic. This, again, can be 
accounted for by assuming that adsorption of the narcotics decreases the 
porosity of the structures in question. The same problem has been studied 
by measuring the high frequency resistance (impedance) of sartorius 
muscles with and without the presence of narcotics. It was found that 
low concentrations of a narcotic bring about a reversible increase of the 
electric resistance; higher concentrations, an often irreversible decrease. 
These alterations can be referred to effects upon the membrane of the fibers, 
because the increase or decrease of the resistance is accompanied by only a 
slight change of the electrical capacity; this corresponds to the changes 
during excitation [Nitella^ squid giant nerve fiber), where the breakdown 
of the membrane resistance is, again, accompanied by not more than a 
slight decrease of the capacity. 

In this connection it should be mentioned that permeability is affected 
by narcosis in a special way in the case of active transfer (see Sec. 8 ). 
Thus, certain substances fail to penetrate the surfaces of cells or organs, 

Ponrerning a more thorough disrussion of the distinction between “rate’* and “equilib- 
rium,’* see M. II. Jacobs and A. K. Tarpart, Riid. Hull., 52 : 3 IS, 1932. Pf. further, in regard 
to decrease of permeability, the experiments on fish eggs l)y J. F. McPlendon, Am. J. Physiid , 
3B:17B, 1.915/and on plant cells by Lepcsehkin, Ber. dtseh. hot. Ges.,29:349, 1911, A. Trundle, 
Biochem. Ztsehr., 112 : 259, 1920 and H. Lullies, Pfliiger’s Arch. f. d. ges. Physiol., 207 : 8, 1925. 

11. Holier, Pfliiger’s Arch. f. d. ges. Physiol., 120: 492, 1907; further, T. Seo, ibid.y 206 : 
485, 1924. 

R. Guttman, J. Gen. Physiol., 22 : 567, 1939. Sec also W. J. V. Osterhout, Science, 37 : 
111, 1913; also Botan. Gazette, 61: 148, 1915; J. Gen. Physiol., 1: 299, 1919. Further, 11 
Winterstein and E. Hirscliberg, Pfliiger’s Arch. f. d. ges. Physiol., 217: 216, 1927. 

K. S. Pole and H. J. Purtis, J. Gen. Physiol., 22: 37, 1938, 22: 469, 1939 For blood 
curpuscle.s, see Sec. 4, p. 278. 
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unless energy is made available for the transfer by metabolic reactions. 
These sometimes, but not regularly, arc initiated by nervous excitation. It 
was mentioned earlier (]). that in nerves it is the self-])ru|)agatiiig com- 
plex of chemical and physieonhemicalreaelions, the excitation wave, released 
upon a stimulus, which is possibly slopped by the layer of the adsorbed 
narcotic molecules covering the nerve membranes. In a corresponding 
manner, the energy -proviiliug .-le.iin of molecular structures in actively 

absorbing and sccreling organs may be thrown out of aclion by narcotics. 

Jn contrast to the so far referred ample and various evifleiiee that per- 
meability is decreased by narcotics, there are several observations displaying 
increase under conditions where there is no reason to assume that the results 
are due to impairment by excessive concentrations. Thus, aeconling to 
Jacobs and Parparl,^^^ the permeability to glycertd of the erythrocytes of 
certain animals (man, rat, rabbit, guinea-pig) is decreased by n-butyl alcohol 
in a certain range of concentrations, whilst that of ox, shci'p, pig, dog, cat is 
increased (see also regarding cat’s corpuscles, H. Davson, J. (\dl. & Pomp. 
Physiol., 16 : 317, 1940); ami, according to Barlund,^®^ the permeability of 
cells of Chara to ethylene glycol, urea, trim ethyl citrate, anil hcxarnethyl- 
entetramine, substances which can enter the cells by simple diffusion, is 
increased by ether aj)plied in such a concentration that the protoplasmic 
streaming in the cells is reversibly slowed (though not more than 10 to 50 
per cent), whereas the permeability to Li ion under the same conditions is 
unchanged, or possibly slightly decreased. I’hese conflinting effects need 
further investigation. 

In conclusion, although in this chapter the adsorption theory of narcosis 
has been emphasized, the lipoid theory must be given due consideration 
inasmuch as certain lipoiils appear to lose their ability to take part in the 
excitatory process through preferential dissolution of the narcotics (p. 359). 

Furthermore, it should be mentioned that the concept of narcosis is some- 
times applied in a much broader sense. For instance, in speaking of Mg nar- 
coftift, or of elerfro?iarrosis of the central nervous system, one is confronted 
with the question, whether the associated phenomena of reversible paralysis 
can be paralleled to those treated in this chaj)ter. From the viewpoint of 
traditional classification, these effects certainly cannot be recognized as nar- 
coses. The classical types of narcotics are organic ii on electrolytes, which, 
according to the studies of the last 40 years, have been found to act in the 
polypliasic system of cells anil tissues, either by adsorption at the phase 
i)ouiidaries or by ilistribulion to the lipoid phases. But, should an exten- 
sion of the conventional concept of narcosis appear useful, it would be 
adequate to supplement the adsorption and the lipoid theories of narcosis 
by a colloid theory, taking into account that, for example. Mg ions or other 
inorganic ions, which, for the purpose of electronarcosis, are pushed by an 


M. H. Jacobs and A. K. Parpart, Binl., 73: 380, 19.37, 
H. Biidund, Protoplasma, 3D: 79, 19.3B. 
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t'lectric current through a living tissue, are very likely to act upon the 
colloidal constituents of the cellular interphase, where adsorption or solu- 
tion in lipoids likewise takes place. However, tlie result would be an exces- 
sive generalization of the term “narcosis,” since many other reversible 
inactivations by ions, the paralysis by K or by noni)olar-polar organic ions, 
or the cathodal depression of nerve excitability, and others, also, wouhl 
have to be called nar coses. 
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INTRODUCTION 


Most of our knowledgp of the nieclianism of cellular respiratinn has 
been obtained during the last twenty years. One of the most striking 
features of the modern picture of cellular respiratir)n is the similarity of 
its mechanism, for, in spite of minor variations which occur among iliffereiit 
organisms, the major theme is common to all. A priori, one has no reason 
for expecting essentially the same mechanism of respiration in bacteria, 
yeasts, the higher plants, and man. Increasing knowledge may at first 
seem to result only in increasing complexity, but, as the picture nears com- 
pletion, its universality results in a profound simplification. 

During an* earlier period, bim-hemists .searehed for an enzyme which 
would directly catalyze the complete oxidation of glucose by molecular 
oxygen. No such enzyme has been discovered, nor is it likely that such 
an enzyme exists. The studies of the last two decades have shown 
with great clarity that the oxidation of organic foods occurs within living 
cells by a series of graded steps, involving many distinct enzymes, each 
reacting in a cyclical manner, and the whole constituting an integrated 
reaction system, smoothly oxidizing sugars to carbon dioxide anil water. 
These studies have shown that many intermediate compounds are formed 
along the pathway of glucose oxidation, and that these intermediate mole- 
cules are rapidly formed and rapidly degraded, with specific enzymes con- 
trolling the rate of formation and degradation of each substance. Each 
partial reaction of formation and of degradation must have a velocity at 
least equal to the velocity of the over-all reaction of respiration. Not only 
is the life of an intermediate molecule short, but its eoiicentration may be 
very low. 

The series of graded chemical reactions results in a stepwise release of 
the potential energy of the organic foods, rather than its release in a single 
explosive reaction. The stepwise liberation of energy results in efficient 
utilization, for the transfer or coupling of the energy will be most effi- 
cient when the reactions are operating at or near their equilibrium points. 
Though this ideal situation will be rarely attained, it is much closer of 
realization in a series of graded steps, than in one over-all reaction. 

Living cells are unique among the engines known to man, for the living 
engines are constructed of the same kinds of materials that are used for 
fuel. If the fires of life burned too brightly, not only the fuel, but the 
engines themselves, would be consumed. If the potential energy of a 
sugar molecule were to be released in a single reacLioii, the released energy 
might frequently activate the structural molecules of the cell, resulliiig in 
their destruction by oxidation. The series of graded reactions never 

.S7.1 
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liberates enough energy in any one molecular reaction to surpass the 
activation energy of the structural molecules, and their stability is not 
endangered. 

Physical chemistry furnishes a theoretical basis for understanding the 
apparent complexity of cellular respiration, its kinetics, and its mechanism 
of energy transfer. Perhaps, physical chemistry has served even more in 
furnishing powerful tools to probe within the living cell and to separate 
and study the individual enzymes. Such tools as the spectroscope, spectro- 
photometer, ultracentrifuge, and electrophoretic apparatus have been use*! 
in conjunction with the more usual biochemical methods, and, as a result, 
the physicochemical data and interpretations are so intertwined with the 
biochemical that any attempt to unravel them would destroy the fabric, 
leaving isolated threads with little meaning. In the pages which follow, 
an attempt will be made to present the general pattern of cellular respira- 
tion, with an effort to emphasize the physicochemical approach, whether 
its contributions be theoretical or as tools in the hands of biochemists. 
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THE NATURE OF RESPIRATION 


1. The Rate of Respiration.^ — The rate of respiration is normally 
measured by following the uptake of oxygen per unit time. Some typical 
examples are shown in Table XXIX. Considerable disagreement exists as 
to the best method of comparison between organisms. Frequently the com- 
parison is made on the basis of the O 2 consumed/mg. or gm. dry weight/hour. 
Reference to dry weight is fairly satisfactory, but the amount of non- 
protoplasmic material, such as cellulose walls, hair, shells, etc., is very 
variable between organisms. In many cases wet weight is equally satis- 
factory and is sometimes preferable. For some purposes, the amount of 
oxygen consumed is referred to unit total N or protein iV. This is usually 
a matter of convenience, though at times it is more reliable than dry or 
wet weight. 

It is observed that in mammals the respiration per unit weight of small 
s])ecies is much higher than that of large species. Brody' has proposed 
that the basal metabolism of adult mammals is related to the weight as 
follows : 

M = 

When M = CaL-“/24 hrs. and W = weight in kg., 
then a = 70.5. 

When ilf = liters Oz/kg./hr., 

and the conversion factor of 4.825 Cal. /liter ^2 is used, then 

a = D.609. 

This equation appears to be valid to about ±11 per cent for all mammals 
from 0.02 kg. mice to BOO kg. cattle and horses. This is illustrated in 
Fig. 32, taken from Brody, and shows two curves, the increasing metabolism 
with increasing weight on a double log plot, and the falling metabolism per 
kg. weight. Thus the metabolism of a mouse is 229 Cals. /kg. /24 hrs.; and 
using Benedict’s^ figure, it is 13 Cals. /kg. /24 hrs. for a 3B72 kg. elephant. 

The metabolism of birils likewise decreases per unit weight with increas- 
ing size. Their metabolism is not represented by the same curve as for 


^ Samuel Brmly, et al., ITniv. Misanuri Agrir. Kxper. Sta. Res. Bull., Nn. 1B6 ; 1, 1932; ihid.^ 
Nu. 336: 8, 1941. 

2 ¥. Bencdiet, The Physiology of the Elephant: Carnegie Inst, of Washington, 193B. 
in this Section, Cal. = kgiii. cal. 
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Table XXIX. — Uempiuatoky Rates fuu Diffebent Organisms 


Organisms 

Temp. 

miii.^ Oa/gm. wet wl./hr. 

mm.® 02 /gni. dry wt./hr. 

Azofohacfer^ 

28" (\ 


200,000 to 4,990,900 

Chlorella^ pyrcnoidca 




Endogenous 

25°C. 


2,299 

Exogenous 



17,999 

Eugleiia gracilis^ 

25°C. 

899 to 1,909 


Parameriitm^ 

20“C. 

590 


Baker’s yeasi ^ 




In gluvose 

Baker’s yeast ** 

28°C. 


40,999 to 80,999 ‘ 

Endogenous 

2H°C. 


499 to 890 

Neurospora^ 


Spores, dormant 

25“r\ 

99 

250 

Spores, germinating . . 

25'T\ 

7,056 

19,699 

Carrot mot ^ ... ... 

Carrot leaves ** 

25° C. 

25 to 30 


Young 

22° C. 

1,133 


Mature 

22°[:. 

439 


Barley seeds® 




Dormant.- . . 

25°C. 

9 06 


Germinating. . . .... 

25°C. 

198 90 


Pike^ 

21)°C. 

350 


Progin 




Muscle at rest ... 

22°(\ 

89 7 


Contracting 

22°C. 

159 


M ouse^ 




At rest 

37°r. 

2,599 


Running 

37°C. 

20,000 


Catii 




Sol PUS imi.scle, at rest 

.37“(\ 

239 


Soleus muscle, active 

37°C. 

4,752 


Man^ 




At rest 

37°r. 

209 


Maximal work 

37°l\ 

4,990 


Elephant 




Standing at rest 

37°r. 

148 



1 0. Meyprhof, RioL’liein. Zlschr., 266; S5, 19Sii. 

2 L. fjL'iievDis, ibid., IBB: 4Bl, 1927. 

3 D. R. fJoddard. Fnpuldished. 

^A. Krogh, Comparative Physiology of Respiratory Mechanisms: Univ. Pennsylvania 
Press, 1941. 

** i\ A. Elvchjein, J. Biol. Chein., 90: 111, 1931. 

“ D. R. Goddard and P. E. Smith, Plant Physifd., 13: 241, 193R. 

^ S. J. Turner, Australian J. Exper. Biol. Med. Sc., IB: 273, 1940. 

® P. Marsh and D. R. Goddard, Ain. J. Bot., 26: 724, 1939. 

® J. D. Merry and I). R. Goddard, Proe. Riiehester Acad. Sc., B: 2H, 1941. 

J. N. Stannard, Am. J, Physiol., 125: 196, 19.39. 

G. A. Millikan, Proc. Roy. Soc., London, B123: 218, 1937. 

F. Benedict, Physiology of Elephant: Carnegie Inst., Washinglon, 193B. 
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mammaLs. Brody and Proctor® give the relation between metabolism for 
24 hrs. in cal. and weight in kg. for birds as: 

M = 

Rubner^ and Voit® proposer! that for mammals the basal metabolism is 
constant for unit surface area. The historical background has been sum- 



Fiq. 32. — Double log plot of the basal metabolism of adult mammals against body weight, 
rising curve. Falling curve, basal metabolism 1 kgm. body weight/day. (From S. Brody 
and R. C. Proctor, Univ. of Missouri Agric. Exper. Stat. Res. Bull., No. 166: 89, 1932.) 

marized by Du Bois® and Lusk.^ The Du Bois height/weight formula 
gives excellent results in predicting the metabolism for men, and the surface 
area formula is of greatest value as a basis of comparison of the respiration 
^ S. Brody and R. C. Proctor, Univ. Missouri Agric. Exper. Sta. Res. Bull., No. 166: 89, 
1932. 

^ M. Rubner, Biol., 19: 549, 1883. 

5 E. Voit, Ibid., 41 : 120, 1901. 

^ E. F. Du Bois, Basal Metabolism in Health and Disease: Philadelphia, 1924. 

^ G. Lusk, Science of Nutrition: Philadelphia, 1924. 
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of large and small animals within a species. For comparisons between 
adult individuals of different species, surface area seems to be no better 
than Brody’s weight formula. 

The surface area comparison is only valid for related orgaiiiMn>i; the 
metabolism of cold-blooded vertebrates may not be predicted by an equation 
used for mammals. The surface area concept has been used uncritically 
in an attempt to explain the high respiration of some microorganisms, with- 
out the realization that different microorganisms with similar surface areas 
per cell may differ in their metabolism by 1 OOD times. For lower organisms 
which do not store food, there is a real question of what conslitutes the 
basal metabolism, for the metabolism may be lOD times as great in the - 
presence of an exogenous substrate as is the endogenous rate. 


TAm.E XXX. — Respihatoky Rate of Different Tissues 


Organism 

Temp. 

Tissue 

mm.3 Os/gm. wet wt./hr. 

mm. 3 Oa/gin. dry wt./hr. 

Ashi 

25“(\ 

Phlneiri 

Ifi7 




Cambium 

22D 




Outer xylern 

78 




Inner xylem 

31 


Barley* 

22° r. 

Endosperm 

77 




Embryo 

715 


Frog^'^’ 

22“(-. 

Nerve 

48 




Muscle 

39 7 




Kidney 

279 




Idver 

269 




Heart 

143 




Brain 

500 


Rilt^'B 

37°('. 

Kidney 

Brain 


21,01)1) 

14,000 


2900 



Liver 


9,000 



Lung 


0,000 



Large intesline 
Nerve 

IBD 

3,000 


^ R. H. Goodwin and D. R. Goddard, Am. »T. Bol., 27 : 234, 1040. 

* J. D. Merry and D. R. Goddard, Proc. Rochester Acad. Sc., 6: 24, 1.941 
® A. Rotta and J. N. Stannard, Am. J. Physiol., 127 : 281, 1939. 

* H. A. Krebs, Tabulte Biologicre, 9: 2D0, 1939. 

® R. W. Gerard, Proc. Assn. Res. Nervous Mental Dis., IB: 31B, 1937. 


a) . Different tissues . — Striking differences in respiratory rate are found 
in different tissues in the same organism. For example, Table XXX shows 
the differences between xylem and phloem or cambium in stem tissues, or 
of muscle and nerve of frog in comparison with kidney and liver. 

b) . Activity . — Even more striking changes in respiratory rate occur in 
the same tissue upon changed activity. Dormant cells, tissues, or organ- 
isms usually have a low rate of respiration, and when growth occurs there 
is a sudden burst of respiration. This is illustrated by the increased respira- 
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tion upon fertilization of sea-urchin eggs,® or the breaking of diapause in 
grasshopper embryos.® A striking illustration occurs when dormant seeds 
germinate. Merry and Goddard’® found a rate of O.DB mm.Vgm./hr. foi 
ilry barley seeds. One hour after adding water the rate had increased 38 B 
times, and in 24 hours to 6500 times the dormant rate. 

Perhaps the best-known example of explosive changes in respiratory 
rate are those associated with muscular activity. The rate in frog muscle 
increases 1 [) fold in tetanus, while the overall O 2 consumption of man may 
increase from a rate of 240-250 ml. per minute at rest to over 4000 ml. and, 
in one case, to 5400 ml.^^ in high activity. 

2. Oxygen Supply and Diffusion. — The rate of respiration depends 
not only upon internal factors, such as the concentration of respiratory 
substrates and enzymes, but also upon the oxygen supply. It is probable 
that for the majority of land organisms oxygen supply is rarely limiting. 
This is not always the ease for organisms in dee]) pojids, at great dej)ths of 
the ocean, in marshes or where decay is rapid, or perhaps in some soils. 
In these environments the oxygen tension may determine the respiratory 
rate. 

The oxygen content of water in equilibrium with the air depends upon 
the partial pressure of oxygen in the atmosphere, the temperature, and the 
salt content of the water. The relation is shown as: 


Vol. O 2 


aP 

7B0’ 


where P = O 2 pressure in mm. 

OL = Vol. O 2 dissolver! in 1 ml. at 760 mm. of O 2 . 

The values of alpha are shown in Table XXXI, and the volumes of O 2 
dissolved in 1 1. in equilibrium with air (p02 = 155 mm.) are also shown. 

When the respiratory rate falls off with decreasing pressure of oxygen, 
it is difficult to determine whether the result is due to failure of diffusion 
to furnish an adequate supply of O 2 , or to the effect of the tension on the 
rate of oxidation of the cellular oxidases. However, it is generally assumed 
that the cellular oxidations are independent of oxygen tension except at the 
very lowest values (less than a few mm.). Though this assumption is 
probably not fully justified, it may be made as a simplifying case. 

The problems of O 2 supply and diffusion have been reviewed by Krogli,^'-^ 
Gerard,^® Hill,^^ Tang,^® and particularly by Jacobs.^® The reader is 


® D. Warburg, Pfliiger’s Ari*h. f. d. gps. Physiol., 15B: 189, 1914, 

® J. II. Bodinc, J. Cell, Coiup. Physiol., 4: 397, 1934. 

J. D. Merry and D. R. Cioddard, Proc. Rorhester Acad. Sc., 6 ; 28, 1941. 
S. Robinson, H. T. Edwards, and D. B. Dill, Science, 86 : 499, 1937. 

A2 A. Krogh, J. Physiol., 62: 391, 1919. 

13 R. W. Gerard, Biol. Bull., 60: 245, 1931. 

1 ^ A. V. Hill, Proc. Roy. Soc., London, B104: 39, 1928. 

1 ® P. Tang, Quart. Rev. Biol., B: 2B9, 1033. 

1 ® M. H. Jacobs, Ergebn. d. Biol., 12: 1, 1935. 
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referred to these references for details; a few of the apjjlications are presented 
here. A general discussion of diffusion is found in Sec. 1, chap. 1, of this 
book. 


Table XXXI. -Bunsen’s Solubility C^defficient, and Total tiAS Dissolved When 
IN EtiuiLinHiuM WITH Aiit (yjOa = 155 mm.) 


T^C. 

Alpha H 2 O 

ml. 1 ) 2/1 

Sea water^ 

Blood 

Alpha 

ml. Da/l 

Alpha 

ml. \)Jl 

[) 

0 94889 

9 97 

0 03908 

9.13 



19 

0 938D2 

7 75 

9 93113 

7.19 



15 

0.03415 

B 9B 

0 92839 

B 50 



2U 

0.93102 

6 32 

9 92693 

5 95 



25 

D 02831 

5 77 





39 

0 02BD8 

5 32 

9 92187 

5 91 



37 

0 02389 

4 87 



9 0192 

3 87*2 






9 922-’ 



* Physii-ally disaolved. 

1 From A. Krogh, Homparativp Physiology of Rpspirntnry Mei-haniam: l^hihididphia, 1!)4J 

2 Cak'ulatpd from Peters and Van Slyke, Quantitative t’liiiiL-al Chemistry, Vol. T, p. 5^5: 
Baltimore, 1932. 

3 J. Bareroft, The Respiratory Function of the Blood, Part II: Hamhridgc, 1928; gives the 
value at .[)22 at 

We will first consider oxygen diffusion into an aquatic organism which 
is a plain sheet of tissue like the marine alga, Ulva. Ulva is 2 cells thick, 
with an average thickness of 34 g. We will assume that the oxygen con- 
sumption of the tissue is uniform throughoift its mass. We may ignore 
any gas diffusion from the edges, and realize that may enter from either 
surface. Tf the oxygen in the water is in equilibrium with that of the air, 
and the water is replaced sufficiently rapidly at the surface, the external 
pressure of O 2 will remain constant. We may use Warburg’s^^ equation 
for determining the O 2 pressure at the center: 

(a) - *->• 


where T7 = p02 in atmos. at Xy 

a = ml. 02 /min./ml. of tissue, 

H = thickness of the tissue, 

X = distance from the surface, 

D = diffusion coefficient; we will use Krogh’s value for muscle = 1.4 
X 10“^ ml. 02/cm,^/min. with 1 atmosphere pressure difference. 
C = external pD 2 in atmosphere. 

In this equation we have used the atmospheric pressure of 02 and not the 
molar concentration of O 2 dissolved in the liquid. Krogh has shown that 

0. Warburg, Biochem. ZtsL-hr., 142: 317, 1923. 
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this is justified, and the solubility constant is then included in the diffusion 
coefficient. 

When we apply this equation to Ulva^ using Watambe’s’” value for the 
respiratory rate (2.6 mm ^/mg. dry wt./hr.) and assuming dry weight is 
j >5 of wet weight, we obtain a p02 at the center of 0.199 atmospheres, or 
very nearly the outside pressure. 

The equation may be given in a form to determine at what depth a given 
pressure, U, may obtain. The equation is then: 

For the particular case of the center of the sheet, a: = of the thickness, 
or H/^, and the equation simplifies to; 

« - -Jr 'f' - 

If we then take C = D.2 atmos., the respiratory rate the same as Ulva 
(8.7 X 10“'*ml.Vmiii./ml. tissue), and p02 at the center = O.Dl atmos., the 
maximum thickness = 0.35 mm. This would be the maximum thickness 
of a plain sheet of tissue with the respiratory rate of ITlva, and without any 
circulating mechanism, if the O 2 tension at the center is to remain above 
D.Ol atmos. If the tension just at the center is to fall to zero, the limiting 
thickness is increased. to only 0.36 mm. If the respiratory rate were Jfo 
that of Ulva, the thickness would be increased to 1.1 mm. Cytoplasmic 
streaming might allow a somewhat greater limiting thickness. We find, 
in fact, that aquatic organisms which have no blood transport have greatly 
irregular surfaces, and are branched, or hollow, or circulate water through 
tissue o])cnings. With the higher respiratory rates of mammalian tissues, 
the limiting thickness, when the circulatory system is nonfunctional, is even 
less, about 0.2 mm. 

Similar equations can be derived for cylindrical respiring tissues and 
for spheres. The equation derived for cylinders by Fenn^® and by Gprard^“ 
is; 




R = radius, 

r = radial distance from the center at which U is wanted; other symbols 
as above. 

For a frog nerve of 1 mm. radius, Fenn calculated that when in air, with a 
respiratory rate of 1.23 X 10~* ml. 02/min./ml. of tissue, the pOz at the 
center is just about zero. 


A. Watambe, Ac-ta phytorhim, 6: 315, 1932. 
W. 0. Fenn, J. Gen. Physiol., ID; 7B7, 1927. 
R. W. Gerard, Biol. Bull., BO: 24.5, 1931. 
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The equation for a ri-^piriiii;"’ sphere is; 


U=C-~ {R^ - r^). 


When the pressure of O 2 at the center is just zero (U = 0; r = D) the exter- 
nal pressure necessary to supply the oxygen is: 


C, = 


aR^ 

fiD' 


or, the limiting radius, for a given external pressure with zero pressure 
reached just at the center, is; 



For a spherical organism without internal circulation, and in water 
in which pOa = 0.2 atmos., with a respiratory rate t)f 100 mm.^/gm. wet 
wt./hr., the radius must be just under 1 mm., or diffusion cannot supply 
the necessary oxygen. 

Land organisms usually allow the entrance of air into tissue or intracellu- 
lar spaces of leaves, tracheae of insects, etc. Since the diffusion of Do in air 
is nearly 300,000 times as rapid as in water, considerably greater thickness 
is possible. Where lungs with forced ventilation and blood transport are 
involved, the diffusion path may be reduced to a few microns; and great 
size is possible. The problems of tracheal respiration have been discussed 
by Krogli^^ and Wiggles worth. The problem of VDi diffusion into leaves 
of higher plants have been discussed by Brown and Escombe.^^ Since the 
rate of CO? absorption in photosynthesis is usually at least 10 times the rate 
of O 2 absorption in respiration of the same tissue, and since the pO? = 155 
mm. and the pCO? is 0.3 mm. it is apparent that photosyiithctic tissues 
should not normally have respiration limited by O 2 diffusion. It has been 
calculated^® that, for a barley leaf, the water diffusion path is only }f^ the 
leaf thickness, due to the intracellular spaces. With an internal pCO? of 
0.1 mm. (in the chloroplast) , the calculated steady state for diffusion would 
be set up in barley leaves in 0.9 sec. In the trunks of large trees, where 
tissues arc present which are potentially able to respire,^® cither some 
mechanisiii of longitudinal O 2 transport may exist, or these tissues may 
obtain their energy by fermentation with an export of the end products to 
the well-aerated leaf. Further investigation of this problem is indicated. 


R. W. Iicrnrd, Biiil. Bull., 60: 245, 1.931. 

A. Krogh, TomparaLive Ph,ysiolo|?y wf Rfspiratory Functions: Philadplphia, 1.941. 

23 V. B. Wifjgles worth. The Principles of Inseft-Physioloi'y: Methuen, Lonilon, 1.939. 

2 * II. T. Brown, and F. Ksrombe, Phil. Tr. Roy. Sor., London, 193 : 223, 19DD. 

E. D. McAlister, Smithsonian Misc. Coll., 96: 1, 1937. 

2 ® R. H. tioodwin and D. R. Goddard, Am. J. Bot., 27 : 234, 1,94[). 

2'^D. T. MacDougal and E. B. Working, The Pneumatic System of Plants, Especially 
Trees: Washington, D. C., 1033. 



Chap. 24] 


THE NATURE DF RESPIRATION 


383 


Oxygen Tension' and the Respiratory Rate. — There are few data 
in the literature on the effect of 7?02 on the respiratory rate, where the factor 
of diffusion can be eliminated. Some of the problems involved have been 
discussed by Gerard.'*® Warburg and Kubowitz’*’ have investigated the 
problem in the bacterium, Microcoveus. They set up conditions in which 
the rate of invasion of the liquid by D 2 from the atmosphere was not limit- 
ing, and they found that the respiratory rate at 1°C. was independent of 
^□2 above 10“® atmos. [7.6 X mm.). Winzlcr^“ used the dropjung 

mercury electrode to investigate the relation between and respiratory 
rate for baker’s yeast. In the absenee of substrate, the rate was independ- 
ent of PO 2 at all tension above 0.2 mm. at 2D°C. In the presence of glucose, 
the rate was independent of pO^. above 2.5 mm. at 20° C. Temperature has 
a marke<l effect on the p 02-res juratory relation. Winzler found that, 
for yeast in glucose, the resj)iratory rate is independent of p02 at 0.25 mm. 
at 5°C., while at 34.3° C. the rate becomes iiidejjenderit only above 4 mm. 
Winzler, by a clever use of the known inhibitory effect of CD on respiration 
of yeast, has shown that the rcsj:)iratory rate is being limited at low O 2 
tensions, not by the diffusion of O 2 into the yeast cells, but by the rate of 
reaction of D 2 with an enzyme. 

In mammalian muscle, the O 2 is brought to the muscle as oxyhemoglobin. 
The PO 2 of arterial blood is approximately 101) mm., while in venous blood 
it is approximately 40 mm. We may assume that the average pressure 
in the capillaries is 70 mm. In mammalian muscle, the distance from the 
muscle cells tt) the nearest open capillary j)robably varies from 50 ^ in rest to 
5 jjL in active muscle.^* Krogh has calculated the tension difference necessary 
between the capillary (he assumes venous PO 2 ) and the muscle cell to main- 
tain the observed O 2 consumption. He arrives at a maximum difference 
in tension of 46 mm. and a minimum of 1.8 mm. If the oxygen tension 
in the caj^iillary is 70 mm. and in the muscle cell is 3 mm., an adequate supply 
of O 2 is available by diffusion. 

Many muscles contain myoglobin. The dissociation curve of myo- 
globin has been shown^'^ to differ from, hemoglobin, since myoglobin is 
approximately 50 per cent saturated with oxygen at 3.26 mm. at 37°C., and 
a pH of 7.4; and 00 per cent saturated at 20 mm. O 2 pressure. At a lower 
pH the saturation occurs at lower O 2 tensions, and since the muscle pH is 
probably nearer 6.8 than 7.4, the above values are probably too high. Thus, 
a marked gradient may exist between the cajullarics and the muscle cell, 
and so long as the myoglobin is more than 50 per cent saturated, the intra- 
cellular PO 2 must be at least 3 mm. 

R. W. fiprard, Biol. Bull., BO: 22D, 1931. 

0. Warburg? and V. Kubiiwitz, Bir)fhem. Ztsrhr., 214: 5, 1,929. 

^“R. .T. Winzler, J. Cell. & Physiiil., 17: 263, lOtl. 

W. Keiripner, Ibid., ID: 269, 1937. 

R. J. Winzler, Ibid., 17: 2B3, 1941. 

A. Krtjj^h, The Anatomy and Physiology of I’apillaries; New Haven, 1941. 

H. Theorell, Biochein. Ztschr., 268: 73, 1933. 
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Living cells receive their energy supply from the potential energy stored 
in the organic foods absorbed, or, in the case of green plant cells, from the 
foods produced in photosynthesis. The diet, or photosynthesis, furnishes 
only a few of the organic compounds required by a cell, and, for a cell to 
survive and grow, many different kinds of substances must be synthesized 
from the few foods of the diet. For these syntheses a continuous energy 
supply is essential, and, in addition, energy is necessary for movement, 
osmotic work, transport, and the maintenance of ■ many steady states. 
Cellular respiration is the fundamental mechanism by which the potential 
energy of the organic compounds is released as kinetic energy and made 
available for the work of the cell. 

The organic foods arc oxidized in a stepwise manner by a series of 
catalysts, the respiratory enzymes, and the potential energy is likewise 
released in a scries of graded steps. Much of the kinetic energy is in the 
form of heat, and this energy is useless for the cellular work, and is wasted 
except as it serves to maintain body temperature in the mammals. How- 
ever, the cell has various contrivances for utilizing some of the liberated 
energy. 

In Sec. 1, chap. 3, is found a general discussion of thermodynamics; here 
we wish to consider a few aspects of the energetics of respiration. The quan- 
tity of heal formed upon the oxidation of a compound may be determined by 
burning it in a bomb calorimeter. Some typical results are shown in 


Table XXX [I. - Heats of Combustion of Some Ohqanic (Compounds 


Subs! an pp 

R.Q. 

Cal./gm.‘ 

—AH Cal./mole 

Starch 

1 0 

4 2D 

680.4* 

Cane su^r 

1 U 

3.96 

1354.3 

Dextrpse . . 

1 u 

3 74 

674 

Lactic arid 

1 0 

3.62 

284.8 

Animal fat 

D.711 

9 5D 


Protein 

1) H5 

4 40^ 


Ethyl alcohol 

1). BBT 

7.08 

325 7 


1 Ji'roni J. M. Carppiiler, Tables, Karlors and Formulas for Computing Respiratory 
Exchanges: Carnegie liisl., WashingLon, 1924. 

2 Calculated for CsHmOii. 

^ For biological oxidation in the mammal; if the N was oxidized to nitrate the value would 
be 5.95. 


3S5 
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Table XXXII. The change in heat content per mole is referred to as Aff, 
and may be represented as follows: 

CbIIi 20 b BO2 — ^ BCO2 BII2O 

AH = - B74 Cals. 

By convention, heat liberated is negative; heat absorbed, positive. 

One of the great achievements of physiology was in showing that the 
amount of heat liberated in the oxidation of food in the body is the same as 
in the external burning of the same foods. From a knowledge of the amount 
of oxygen absorbed and the ratio of CO 2 liberated to O 2 absorbed [the 
respiratory quotient or R.Q.), it is possible to predict the heat formed. 
These results are ably summarized by Lusk^^ and DuBois.^^ 

However, it is the free energy change per mole, AF, rather than the 
change in heat eonient. A//, which is the more useful term, for two reasons: 
1. It is the value of AF which ilet ermines whether a particular reaction will 
occur spontaneously. 2. The maximum amount of work which may be 
obtained from a react! f)n is relateil tf) AF, and not All. When there is a 
decrease in free energy (AF is negative), a spontaneous reaction is possible; 
when there is a large increase in free energy (AF large and positive), a 
spontaneous reaction is impossible. If AF is positive to the exii^nt of 3-4 
Cal. per mole, a spontaneous reaction may be possible at physiological 
temperatures by absorbing heat from the envirnninenl. For a reaction of 
larger positive AF to occur at ])hysiological temperatures, the reactioii must 
be energetically coupled to a reaction of — AF so that: 

AFi ( — AF 2 ) = 0. 

It will be recalled, from chap. 3 of Sec. I, that the relation between AF 
and AH is: 

AF = AH - TAS, 

where AF, All, and AS are in terms of Cals, per mole 
and T is the absolute temperature. 

A*Si is the change in entropy. 

For a discussion of the physical meaning of these terms, reference is 
made to chap. 3 of Sec. 1 However, it may be recalled that the entropy is a 
measure of the randomness of a system; an increase in entropy means 
decrease in organization; a decrease in entropy, an increase in oriejitation. 

The entropy term also determines the maximum work which may be 
derived from a chemical system. When AS = 0, as it does at equilibrium 
of all reactions, the maximum work equals — AF. For a thermodynamically 
reversible system, AS = 0. Such chemical reactions probably rarely 
occur in biological systems, but the reversible oxidation-reduction systems 
approach theoretical reversibility and AS approaches zero. Such reactions 
will be the most efficient for the transfer of cellular energy, and the nearer 

G. Lusk, Srience of Nutrition: Philadelphia, 1924. 

E. F. DuBois, Basal Metabolism in Health and Diseasi*: Phila J elpliLi . l.tJ24- 
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they operate to the Dquilibriiim point, the more efficient they will be. Thus, 
we find another reason for the stepwise oxidation in cells and the stepwise 
liberation of energy. 

Though the oxidation of organic foods occurs in many separate steps, 
the total free energy change is the same as if the oxidation occurred in one 
step, for the value of AF is determined only by the initial and final states, 
and not by the pathway. A knowledge of the value of AF of each proposed 
partial reaction in cell metabolism is useful in predicting which are possible 
and impossible sLcjis, but it does not tell us which of the possible steps 
actually occur. For a knowledge of the actual pathways of cellular metab- 
olism, it is essential that we determine the actual intermciliate substances 
which are formetl; the enzymes which catalyze their formation and dis- 
appearance, and tlje kinetics of their appearance and di'^iippciiriiiiei^ 



Fig. 33. — Diagram of the forinalion of aHivatpd complex. (From S. Glasstone, K. J. Laidler, 
and E. II. Eyring, The Thetiry of Rate Processes: McGrnw Hill I'o., New York, 1341.) 

The general aspects of chemical kinetics are presented in chap. 2 of Sec. 1. 
Here we will discuss a few aspects in relation to enzymes. When glucf)se is 
oxidized to CO 2 and H 2 O, there is a large decrease in free energy [AF is 
about — 7D4 Cals.) ; thus glucose in the presence of oxygen is thermodynami- 
cally unstable. However, in the absence of the appropriate enzymes, 
glucose is not oxidized measurably by molecular O 2 at ■ ’ ■' ’ ■ ' 

tempera Lures. 

The rate of a chemical reaction is determined by the frequency with 
which the reacting molecules may surmount an energy barrier. This is 
illustrated in Fig. 33. The energy barrier may be thought of as the energy 
essential for the rriirroiiiiriiinil of the atoms in the molecule to form an 
unstable configuration, the reactive molecule (activated molecule or com- 
plex); or the energy necessary to form a reactive compound with a second 
molecule. This may be illustrated as follows: 

A + activation energy A* B + activation energy 

+ ^ [ 1 ) 

free energy of reaction 

A -{- X activation energy ^AX ^ B Z activation energy 

+ ( 2 ) 

free energy of reaction 
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Then, A* is the reactive molecule and AX the reactive compound. The 
value of AF for the conversion of A to B is the same in both reactions, but the 
value of the activation energy is not necessarily the same. If A" = Z, and 
the energy of the activation for equation 2 is less than for equation 1, A is a 
catalyst. 

A molecule may gain the energy for climbing the energy barrier by 
molecular collisions, by chemical reaction with a catalyst, or by a com- 
bination of the two methods. In Sec. 1, chap. 2, the mechanism of evaluat- 
ing the energy of activation is given; it is determined from the Arrhenius 
equation which is given below; 

k = Ae 

where k = velocity constant, 

A = constant, 

e = base of natural logarithms, 

Ea = energy of activation, 

R = gas constant = O.DOID.O Cals, mole, 

T = absolute temperature. 

An inspection of the equation shows that the rate of the reaction depends 
upon exponential functions of the activation energy, and the reciprocal 
of the absolute temperature. At any given temperature, the kinetic energy 
of translation of the molecules is given simply by and at 25°C. this 

equals 0.8.90 Cals, per mole. However, at any moment, the energies of 
the individual molecules will vary considerably. The fractional number 
of molecules with energies equal to or greater than any particular value of 
Ea is given by the relation; 


where N* = no. of molecules with energies ^ Ea. 

N = total no. of molecules. 

The values of iV*/iV are shown in Table XXXIII for two temperatures 
for various values of Ea. It will be found by calculation that increasing the 
temperature from 25° to 37°C. causes an increase of but 3.07% in the aver- 
age energy of the molecules (0.890 to 0.925 Cals.) but that the number 
□f molecules with high energies has increased considerably, at 25 Cals, by 
4.97 times. 

Table XXXIII also shows some calculated velocity constants at different 
activation energies, and the times for completion of monomolecular 
reactions with the given velocity constants. The times for 3^^ completion 
of bimolecular reactions depend upon the concentrations of the reacting 
molecules, but, if both reactants are at 10~^ M, the times for completion 
are B97 times as long as those given. 

From the values in Table XXXIII, one would not expect reactions to occur 
in living cells for which the energy of activation was much larger than 20 to 
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25 Cal. Another relation which follows from the Arrhenius equation is that 
a small decrease in activation energy means a large increase in rate; for 
example, decreasing the activation energy from 20 to 15 Cals, results in an 
increase of the rate by 1300 times, while halving the activation energy 
results in an increase of the rate by 500,000 times. 


Table XXXIJI 
» 


Energy of acliva- 
tion Ea 
fal./mole 

e 

Ea 

HT 

Mon 0111 olecuhir 
/.-i 25® 

la at 25°('. 
m(inamolei;ular 

25'’!^ 

S7°i\ 

0 5 

0 431 

0 445 



1 a 

0 185 

0 198 



2 1) 

3 42 X iir" 

3 90 X 10 2 



5 [) 

2 15 X 1U“" 

2 94 X iir-i 



10 0 

4.71 X ID “ 

8 97 X 1 0 » 

7 71 X 1 1)*^ 

9 X 10-“ see. 

12 5 

6 1)5 X 10-“' 

15 1 X lO-'" 

1 15 X 10+4 

0 2 X 10-5 

15 D 

1 05 X irr“ 

2 B9 X 10-11 

1.72 X 10^ 

. 004 sec. 

20.0 

2 33 X 

B 05 X 10-15 

.133 

5 2 sec. 

25 0 

4 84 X 10-10 

24 1 X IS-i® 

7. 98 X lir‘ 

145 in in. 

30 n 

1 05 X 10-2^ 

3 87 X 10- ‘111 

1 97 X 10-« 

112 yrs. 

50 [) 

2 59 X 10- '7 

12 0 X 10-37 

4 2B X 10-24 

5 X 101^ yrs. 


[).6.93 

ID-B = — 

ft’l 

, hT Ea 

^ h RT 

t[) fi for a himolec'ular reaction, each reactant at 1 X ID”** M = 700 times as long as /j 5 of the 
table. 


Thus catalysts which may only decrease the activation energies by a 
few Calories may result in tremendous increases in rate. 


Table XXXIV 


Enzyme 

Substrate 

pH 

Temp, 
range “C. 

Ea in Cal. per 
mole 

Tyrosinase . 

Cresol, Catechol 

G 2 

2-30 

2 7 

Uatalase 

H 2 O 2 


0-20 

G.4 

Carbonic nnhydrase 

1^02 

7 4 

1-13 

8.9 

Urease 

Urea 

7 0 

0-45 

8 7 to 11.7 

Yeast invertase 

Cytochrome oxidase-cytochrome-suc- 

Sucrose 

5 2 

, 0-40 

11.0 

rinate dehydrogenase 

Succinate and O 2 

7.4 

20-40 

11.2 

Xanthine oxidase 

Xanthine, 

Acetaldehyde 

B.2 

O-BO 

10. 0 

Pepsin 

Casein 


1-30 

17 7 


Data from I. W. Sizer, Advances in Enzymology, 3 : 35, 1943. 







390 


THE RESPIRATION OF CELLS AND TISSUES 


[Sec. 


The activation energies of some catalyzed reactions are collected ii 
Table XXXIV, It would be interesting if one could compare the energies □ 
activation of the enzymatic reaction with the same reaction without i 
catalyst — but in most cases the uncatalyzed reaction is so slow that thesi 
values may not be determined. 

From the previous discussion, it woulil appear that reactions in which the 
energy of activation was high, 5D Cal. or over would not occur at a measurable 
rate. In fact, some such rcaetions are known, as the denatiiration of proteins 
and the inactivation of enzymes. Here the energies of activation are very high, 
50 to IDO Cals, per mole, yet the reactions occur with high velocity. Also, 
some reactions, with low energies of activation occur mu eh more slowly (even 
10^'* times) than predicted by the data of Table XXXIII. 

Eyring’^ and others have pointed out that the energy of activation of the 
Arrhenius equation is really a heat of activation, and not the free energy of 
activation. The free energy of activation is related to the heat of activation 
as follows: 

AF* = Air - TAS*, 


where AF*, All*, and A*S’* are the free energy, heat, and entropy change of 
activation. 

Now, AH* may be calculated from Ea of the Arrhenius equation by the fol- 
lowing relation: 

All* = Ea+RT 


The rate of the reaction depends upon AF* rather than upon heat of activation. 
Ill many reactions, the AS* term is small, and no great error is made in using 
the Arrhenius equation. However, if is positive and large, AF may be 
smaller than Ea. and a rapid reaction may occur even when Ea = 5D to 10 D Cals, 
per mole. This is the case in protein denaturation, where, at D5°C. and at pH 
of 5.D, Ea = 131.43; All* = 132.1 and TA8* = 1 B6.7, giving a AF* of 25.4, 
and a rajiid rate of denaturation. Eyring, note (37), has pointed out that the 
correct formulation of the Arrhenius equation is: 

T 

ki = eh ^ e~ RT 


or 


Y ATI* AS* 

k\ = ek e Wr e ii . 


where k = the Boltzman constant = 1.37 X 10"^“ ergs/sec. 
T = absolute temperature 
h = Planck constant = 6.57 X ergs/sec. 

other constants as above 

kT 

— = 4.rj5 X 10^2 at 25°C. 


For a discussion of the derivation of tliis equation, the reader is referred to 

(ilasstone, K. J. Lsiidler, and E. H. Eyring, The Theory of Rate ProLCSscs: 
McGraw Hill, New Yoih, 1941. 
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Glasstonc,^® and for its application to protein dcnaturation to Eyring and 
Steam. 

Mechanism of Enzymatic Catalysis. — An enzyme increases the rale 
of a reaction by decreasing the energy barrier over which a substrate mole- 
cule must pass. This may be due either to a decrease in the heat of activa- 
tion, Aff*, or an increase in the entropy of activation, AS*; the net result is 
the same, a decrease in AF*. The detailed mechanism is unknown, but 
certainly the critical step is the formation of an enzyme-substrate molecule: 

E + A^EA^E + B 

In most cases the evidence for the intermediate molecules comes from 
kinetic data, and this has been discussed in Sec. 1, chap. 2. However, in a 
few cases, spectroscopic evidence exists for the presence of EA, such as the 
compound between catalase and ethylhydrogen peroxide,^® or between 
peroxidase and 

It should be noted, above, that the enzyme actually enters into the 
reaction. The conventional definition of catalyvsts says that the enzyme 
remains unchanged, and the equilibrium point is unchanged by the presence 
of the enzyme, and for a complete enzymatic cycle this is true. However, 
if the partial reactions are studied, wc find that in all oxidation or reduction 
reactions the enzyme itself undergoes oxidation or reduction. For each 
partial reaction, the enzyme does undergo chemical change. However, 
since one enzyme molecule may react several hundred to several thousand 
times a minute, an extremely low concentration of enzyme may catalyze a 
large amount of substrate, and for practical purposes the equilibrium point 
will not be shifted by the concentration of enzyme present. 

S. Glasstone, K. J. Laidlcr, and H. Eyring, The Theory of Rate Processes: McGraw Hill, 
New York, 1941. 

II. Eyring, and A. E. Steam, (^hein. Rev., 24: 253, 1939. 

K. n. Stern, J. Biol, 114:473, 1936. 

1). Keilin and T. Mann, Proc. Roy. Soc., London, B122 : 119, 1937. 
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Classically, wc think of oxidatiDn as the addition of oxygen to a mole- 
cule, and this may be illustrateil by the oxidation of hydrogen to water: 

H2 + 3i02^Il20 

This type of oxidation is one of the least common methods of oxidation. 

Two other types of reaction arc also considered as oxidations. One 
of these is the removal of hydrogen from a molecule, and may be illustrated 
by the oxidation of succinic acid: 


CO on 

COOH 

CH2 

1 

CH + H2 

II 

1 ) 
CH2 

k 

COOH 

1 

COOH 

Succinic acid 

Fumaric acid 


We say that succinic acid has been oxidized to fumaric acid, even though 
no oxygen is involved. The other is the removal of electrons from an 
atom or molecule, as follows: 

Fe++ ^ Fe+++ + electron 

We say that ferrous ion has been oxidized to ferric ion. In oxidations of 
these two latter types, free hydrogen or free electrons are not formed; hence, 
there must be present some substance which will combine with either the 
hydrogen or the electrons; these are designated as either hydrogen or 
electron acceptors. The reverse of oxidation is reduction, and the removal 
of oxygen or the addition of hydrogen or electrons is reduction. 

Michaelis and Schubert'*^ have developed the idea that, basically, all 
oxidations are the removal of electrons from the molecule oxidized. In 
the case where hydrogen is removed from a molecule, we can think of the 
process as occurring in two steps, the liberation of protons (or acid dis- 
sociation) and the liberation of electrons (or oxidation): 

Michaelis and M. P. Suhubert, t'heiii. Rev., 22; 437, 1938. 
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or 


OH 

/\ 


OH 

Hydroquiiionc 


0 — 


0' 

/\ 


+ 2H+ 


0_ 

loTI of 

hydro quin one 

0 


0 — 


+ 2e 

Y 

0 

Qiiinonp 


AHa ^ A— + 211+ 
A— ^ A + 2e 


AHo ^ A + Ha 

This concept of Michaelis, that all oxidation is the removal of electrons, 
may seem straiif^e at first sight, particularly because many of the hydrogen 
atoms which are removed arc not those which we are in the habit of thinking 
of as dissociating, such as: 

I , I 

CHj CH~ 

I ^ I + 2H+. 

CII2 CH“ 

I I 

However, Michaelis’ interpretation has the advantage of unifying the 
concepts of oxidation and of electron removal, and of pointing out that the 
removal of electrons and protons from an organic molecule need not occur 
simultaneously. 

Univalent Oxidation. — Organic compounds usually have an even 
number of electrons, so that in their oxidation or reduction we arc accus- 
tomed to think of two electrons added or removed simultaneously. In 
many, perhaps the majority, of the instances of oxidation, this is not the 
case, as only one electron is added or removed at a time: 

AH 2 ^ A— + 211+ 

A ^ A“ + f?. 

A“ has an odd number of electrons and is known as a free radical, or a 
semiquinone. As an example of a seiniquinone, we may take the case of 
qulnhydrone. 
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0“ 


OH 



A 


or 


\/ 


\/ 

on 

0_ 


This particular substance is insoluble in water, and precipitates as a double 
for dimeric) mDlecule of quinliydrone. However, many organic dyes, such 
as pyocyanine, may exist in solution in the half-oxidized state as semi- 
quirioncs. The evirlence for the existence of half-oxidizetl molecules, or 
scmiquinoncs, is based on three lines of inquiry: 1. results of potentiometric 
oxidation studies; 2. absorption spectra; 3. magnetic properties. Michaelis 
and Schubert'^® have reviewed the evidence for the existence of semiquinones 
and their wide occurrence. 

The semiquinone may react in one of several ways: 

A“ = A + e (oxidation) 

A” + e = A (reduction) 

2A“ = A + A (dimerization). 

The concentration of semiquinone ions in biological oxidation systems 
is often 10 to 50 per cent of the total concentration of a particular substance, 
or it may be very miudi less. Their significance probably lies in the fact 
that they may speed up the rate of cellular oxidations, because an oxidizable 
substance, which exists as a semiqjuinone, may accept or donate one or two 
electrons at a time, and thus they may function between a compulsory 
univalent system like ferro-ferri cytochrome, and a bivalent system like 
succinate-fumarate (where the concentration of semiquinone is extremely 
low). In the absence of an intermediary semiquinone, a trimolecular 
reaction would be necessary: 

2EnzFe'+''^+ + AHz ^ EnzFe++ + A + 2H+. 

We know that trimolecular reactions arc too slow to account for the observed 
rate of biological oxidations. In the absence of a catalytic semiquinone, 
the rate of the reaction would depend upon the extremely low concentration 
of the free radical of the substrate, rather than upon the concentration of 
the total substrate. If an intermediary substance, R, is present, in which 
R~ represents its semiquinone, we may diagram the reaction as follows; 

EnzFe+++ + R ^ EnzFe+“'' + R“ 

EnzFe+-'"*' + R~ ^ EnzFe++ + R — 

Alia + R— A + R + 2H+. 

We may expect that some of the enzymes of cellular respiration may exist 
temporarily as semiquinones, and this is true for those intermediary enzymes 
like the flavin and di- and tri-phosphopyridin e nucleotides. 

MiL’haelts and M. P. Schubert, Tb^m. Rev., 22: 437, 1938. 
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Biochemists had long searched for a respiratory enzyme which would 
catalyze the oxidation of glucose to CO 2 and H 2 O. The “indophenol 
oxidase” and catechol oxidase were discovered in the last century. How- 
ever, they did not act on glucose, and their significance was unknown. 
Definite progress in this field came in the 192D\s from two different sources, 
Warburg’s studies on the effect of CL) and HCN on the respiration of intact 
cells, and Keilin’s spectroscopic observations on cytochrome and its corre- 
lation with cellular respiration. 

At the present time, no worker in the field holds the view that there is a 
unique respiratory enzyme bringing about the reaction between cell metabo- 
lites and molecular oxygen. Rather, respiration has been demonstrated 
to be a complicated process, catalyzed by a series of enzymes functioning 
together in a cyclical manner, to form a connected series of reactions, a 
reaction system. Several such reaction systems have been identified, and 
a few of the component enzymes well studied. In a few cases, the quan- 
titative data indicate that most of the respiration may pass over one or 
another of these systems. In other organisms, several systems may occur 
even in the same cell. It is almost certain that other respiration systems, 
as yet little studied, exist. 

1- Nature of Respiratory Enzymes. — The respiratory enzymes which 
have been isolated are all conjugated proteins, that is, proteins which on 
hydrolysis yield amino-acids, and, in addition, nonamino-acid residues, 
such as heme, riboflavin phosphate, thiamine diphosphate, etc. Proteins 
do not readily undergo reversible oxidation and reduction, and, in all cases 
which have been studied, it is the nonprotein part of the enzyme which is 
readily oxidized and reduced, such as the iron of the heme or the pyridine 
ring of triphosphopyridine nucleotide. Some oxidation enzymes may be 
separated by dialysis into two parts, a specific protein and a coenzyme. The 
specific protein, which, because of its high molecular weight, remains within 
the dialysis sac, and the coenzyme which dialyzes out. It is found that 
neither the specific protein nor the coenzyme has catalytic activity by itself, 
but if the CO enzyme is added to the specific protein, the catalytic activity is 
regenerated. The protein is usually heat-labile and the coenzyme heat- 
stable. In some cases, as the flavin enzymes, dialysis alone will not separate 
the enzyme into two parts, but dialysis against D.Ol M HCl does, while the 
separation of copper from catechol oxidase requires dialysis against HCN. 
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398 


THE RESPIRATION OF CELLS AND TISSUES 


[Sec. 6 


Whether a particular enzyme is classified as one with or without a 
CD enzyme, is only a question of the value of the dissociation constant. For 
example, certain dehydrogenases readily separate into two parts: 

enzyme specific protein + triphosphopyridine nucleotide. 

Some enzymes, as cytochrome, have not been reversibly separated into a 
specific protein and co enzyme, i.e., 

cytochrome ^ protein + heme C, 

the equilibrium must be far to the left, that is, the dissociation constant 
must be very small. In this case, the heme is referred to as a prosthetic 
group rather than a coenzyme. 

The same coenzyme or prosthetic group may occur in several different 
enzymes, for example, diphosphopyridine nucleotide (cozymase) occurs in 
several different dehydrogenases, and protolicme is a constituent of the 
enzymes catalase, peroxidase, and cytochrome peroxidase, as well as the 
oxygen carrier, hemoglobin. The eoeiizymes and prosthetic groups are 
found to be reversibly oxidized and reduced apart from the protein, but 
usually the oxidation and reduction are sluggisli. (Combination of the 
coenzyme with the protein not oidy determines specifically with which 
substrate the coenzyme may react, but tremendously speeds up the rate of 
the reaction. In some cases, the j>rotein stabilizes the semiquinonc form 
of the coenzyme, for example in the flavin enzymes. 

We will retain the name enzyme for the catalytically active molecule, 
and refer to the dissociated molecules as specific protein and coenzyme. 
Euler refers to the enzyme as holoenzyme, and the dissociated products 
as apoenzyme anrl coenzyme. 

A respiratory system usually consists of the following C[)mponents: 

1. An oxidase . — Oxidases are enzymes which are ilirectly oxidized by 
molecular oxygen (autoxidizable), and in turn redut^ed by some component 
of the respiratory mechanism. The best-known oxiilases are: cytochrome 
oxidase, polyphenol oxidase, d-amiiio-acid oxidase, and xanthine or aldehyde 
oxidase. The oxidase is usually reduced by a carrier. 

2. A carrier . — -A carrier is a substance (or enzyme) oxidized by one 
component of the respiratory system and reduced by a second component, 
which is not the final substrate, usually another carrier or a dehydrogenase. 
Occasionally an autoxidizable substance may function as a carrier, if the 
rate of autoxidation is slow, compared to the rate of catalyzed oxidation. 
Thus, some flavoproteins may function either as oxidase or as carriers. 
Cytochrome, cytochrome reductase, and the catechol compounds are the 
best-known respiratory carriers. Two or more carriers may function 
between an oxidase and a dehydrogenase, for example, cytochrome and 
cytochrome reductase. The dehydrogenase systems may be connected 
by a carrier in which one system oxidizes another of lower potential through 
a carrier, Coenzyme I and probably coenzyme II may function as carriers. 
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3. Dehydrogenases. — Most respiratory metabolites will not react directly 
with either a carrier or an oxidase. The metabolites are oxidized by sub- 
strate-specific enzymes, the dehydrogenases. The metabolite donates two 
hydrogen atoms to the dehydrogenases which is reduced. In exceptional 
cases, a single enzyme may react with both a cell metabolite and molecular 
oxygen, for example, xanthine or aldehyde oxidase. 

4. i^uhsirates (metabolites). — The substrates respired in cells, usually, 
are either carbohydrates or products derived from carbohydrates. Often 
the substrates may be phosphorylated compounds, such as glyccr aldehyde 
phosphate. The substrate which has become oxidized by the dehydro- 
genase-carricr-oxidase system may react with a second dehydrogenase and 
be further oxidized, or it may react in a cyclic system as outlined below. 
Amino-acids and fatty acids may constitute respiratory substrates. 

5. Decarboxylation system. — In the initial oxidation of a substrate, no 
CO 2 is produced, and ojily two hydrogen atoms of the substrate are oxidized 
at a time. Most of the CO 2 of respiration has its origin in the decarboxyla- 
tion of keto-Elcids, either directly by the decarboxylation of such kcto-acids 
as pyruvic acid by the carboxylase *sy stem, through oxidative decarboxyla- 
tion, or through a system such as the Krebs cycle, where a cyclical con- 
densation, oxidation, decarboxylation system functions and results in the 
complete oxidation of three-carbon compounds to CD 2 and H 2 O. 

B. Inorganic ions. — The activity of many respiratory enzymes depends 
upon the presence of inorganic ions. Among,thc ions known to be essential 
for cellular respiration are: 

Fe++, Mg++, Mn+++ H 2 PO 1 , ra++, and HCO"^. 

2. Mobilization of Oxygen. — a). Cytochrome oxidase . — Warburg^'^ 
showed that the respiration of many cells and tissues is partially, or nearly 
completely, inhibited by low concentrations of cyanide or sulfide, and 
Keilin'^® has shown that azide acts similarly. Since these compounds form 
firm complexes with iron and its compounds, Warburg suspected that iron 
was the catalytically active material, and, since it was known that CO forms 
compounds with ferro iron, and particularly with heme compounds like 
hemoglobin, Warburg^^ investigated the effects of CO on cellular respiration. 
He found that the respiration of yeast was inhibited by CO, and the inhibi- 
tion depended upon the ratio of CO to O 2 , and not upon the partial pressure 
of CO alone, while the cyanide inhibition was independent of O 2 tension. 
He suggested that HCN combined with the ferri enzyme, while CO and O 2 
competed for the ferro enzyme. Since the inhibition of respiration was the 
same, whether the yeast was respiring glucose, alcohol, or acetate, Warburg 
assumed that a single enzyme was iinilcrgning inhibition. Warburg'^^ 

0. Warburg, Biochem. ZtSL-hr., 161: 479, 1924. 

D. Keilin and E. F. Ilarlree, Proc. Roy. Soc., London, B 126 : 187, 193B. 

O. Warburg, Biochem. ZtsL'hr., 177 : 471, 1920. 

O. Warburg and K. Negelein, Biouheui. Ztschr., 244: 9, 1932. 
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namerl the enzyme the “ '•iiiici*'*hin'iilM-rl rji^i'inli* Ferment der Atmiing'’ or 
the oxygeii-1 rjiii'^porliiig enzyme of respiration. In England and Ameriea 
the enzyme is commonly known today as cytoehriniic oxidase. 

Warhorg made tlie Hiinpldyiiig assiimplioii that, when resjnralinn is inile- 
pendent of ()2 tension and substrate eoiicentration, the rate of respiration is 
directly proportional to the concentration of the enzyme combined with On 
(today we would say upon the concentration of ferri pn7>yme). He then formu- 
lated his results as follows: 


EnFe + Oa = EnFp02 
(EnFeOa) 

(EnF^y(02) “ 

EnFe + CO - EiiFeCO 
JEnFeCO)^ 

[EnFe) (CO) “ 

and, dividing 1 by 2, 

(EnFc02) (CO) ko. 
"(EnFeCO) ’ (O 2 ) “ kco ~ 


( 1 ) 

( 2 ) 

[ 3 ) 


where K is the relative affinity constant for CO and O 2 . Now, if the maximal 
rate of respiration without CO is 1, and the residual respiration in the presence 
of a particular ratio of CO/O 2 is n; the inhibited respiration is 1 — n. 

On the basis of the above assumption, n should be dependent upon (En- 
rc02); and 1 — n on (EnFeCO); so that: 


(EnFe 02 ) n 

(EnFeCO) ^ 

and substituting in (3) 

n (CO) 

1 - n (O 2 ) ~ 


( 4 ) 

(5) 


Since n and 1 — n may be directly determined by measuring the respiration 
with and without CO, and (CO) and (O 2 ) are known, K niay be evaluated. 
Warburg found in yeast at 20°C. that K lay between 3-10, when the substrates 
were glucose, alcohol, or acetate. When n = 1 — n, or at 50 per cent inliibi- 
tion, K is the ratio of CO/O 2 . For yeast this means that the concentration of 
CO must be 9 times that of O 2 for 51) per cent inhibition. 

The dimensions of K should be expressed in terms of the molar concen- 
trations of CO and O 2 ; it is in fact given in terms of the partial pressures of the 
gases in the gas space, and since the solubilities of CO and O 2 are not identical, 
K includes the ratio of their solubilities. 

Warburg's formulation is only correct if the rate of respiration depends 
only upon the concentration of EnFc+'‘‘’‘‘. This is probably never completely 
true; it may be approximately true in some cases. Where the substrate con- 
centration, oxygen tension, or other factors limit the rate, the above formulation 
is not valid. Warburg attempted to correct the equation for substrate con- 
centration, and, as Fisher'** has pointed out, his formulation is mathematically 
incorrect. Though one may derive a mathematically correct formulation, so 


*8 IT P fi'ieliiir .T PpII Xr Pnmn Plivoinl IK* 1 1 Q4n 
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many simplifying assumptions must be made^ it is doubtful whether any simple 
equation presents the kinetic picture with any validity. 

Cyanide, azide, and sulfide all combine with the ferri form of the enzyme. 
Si an Hard, and Armstrong and Fishcr^“ have studied the relation between 



Fig. 34. — ratii> inhihiteil respiral ion/rcsirlual respiration against log azide erinr’entra- 
f)n for stiiimlatcd frog iiiuselc,. “ Ihicorrecled " — values directly from the experiments, 
corrected’" — the experimental values minus the azide-resistant respiration at maximal 
mcentration. (From J. N. Stannard, Am. J. Physiol., 126: 1.939.) 

the coneentration of these poisons and the respiratory rate. It must be clearly 
realized that, in many cells and tissues, only part of the respiration is inhibited 
by HCN or NaNg, regardless of the concentration; sec Fig. 34. We may formu- 
late the inhibition as follows: 


EnFe+++ + cNa = EnFc+^-'-INg), 
[EnFe+++(N^).1 _ 
(EnFe-^^-»)(Ni-)'- “ 


If the maximal respiration = 1, and the respiration at any particular azide 
concentration is n, the inhibited respiration is 1 — n. Making the assump- 
tions used above, 


1 


_n 

— n 


■ (Nr)^ = K, 


or 



K(Nj)% 


and 


log = c log (Nir) + log K 


J. N. Stannard, Am. J. Physiol., 12B: 196, 1939. 

V. W. Jt Armstrong and K. C. Fisher, J. Cell. & Comp. Physiol., 16; lf)3, 1940. 
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If the log 1 — n/n be plotted against log (Ng), a linear curve should result, 
the slope of the line giving c, or the number of molecules of azide inactivating 
1 molecule of enzyme. For the caffeine-induced respiration of frog muscle, 
the azide inhibition depends upon 1 molecule of azide combining with each 
molecule of enzyme (see Fig. 34), and Klies between and 10“^ A similar 
formulation may be given for cyanide. Armstrong and Fisher®^ and Fisher 
and OhnelP^have given a summary of the results. For cyanide, c lies in different 
organisms between D.52 and l.S and K between lf)“^ and ID"®; c should theo- 
retically be a whole number; deviations may be caused by inhibition of more 
than one metabolic step, or due to the fact that the kinetics of respiration do 
not depend only upon the concentration of the enzyme. 



Fib. 35. — Relative photochemical absorption coefficient of the carbon inoiioxide enni- 
pound of the oxygen transporting enzyme in Bacterium Pasfcurianvm at 10°(\ The absorption 
at 43B m/u is taken as 1.0. (From F. Kubowitz and E. Haas, Bioihcm. Ztsehr., 2D6 : ;i47, 1D32.) 

Warburg and Negelein®^ investigated the effect of light of various known 
wave-lengths and of measured intensity on the reversal of the CO inhibition 
of respiration in wild yeast, Torula utilis, measuring the respiratory rate 
manometrically. From the results obtained, they could plot the relative 
photochemical absorption spectrum for the coenzyme. The absolute 
absorption spectrum was also determined by Warburg and Negelein^^ and 

C. W. J. Armstrong and K. C. Fisher, J. Cell. & Comp. Physiol., 15 : 103, 1940. 

K. C. Fisher and R. Ohnell, ibid., 16: 1, 1940. 

O. Warburg and E. Negelein, Biorhem. Ztschr., 193: 339, 192R 

O. Warburg and E. Negelein, Biochem. Ztschr., 202: 202, 192K. 
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by Kubowitz and Haas^^ for Bacterium pasteurianum. The results obtained 
by Kubowitz and Haas are shown in Fig. 35. The absorption curvo appeared 
to be similar to a CO-heme compound, but it was not identical with that of 
any heme pigment known at that time. Warburg and Negelein^^ investi- 
gated the absorption spectra of the CO compounds of Spirographis heme 
coupled with the globin of hemoglobin and with pheeoliemin h prepared from 
chlorophyll h (by reduction with HI and replacement of the Mg with Fe). 
The spectra were similar to that shown in Fig. 35. Warburg, therefore, felt 
that his enzyme was a phaeohemin, and this view is generally accepted. 

Recently Melnick''^ has determined the photochemical spectrum of 
C.O-cy to chrome oxidase in extracts of rat heart, and he has obtained a 
marked band at 450 m/u, and lower bands at 510 and 589 mg. Philips^^ 
has determined the similar bands of cytochrome oxidase in a membrane 
from the chick embryo, and obtained bands at 435-445, 553, and 589 mg. 
Though neither of these spectra is identical with that of Kubowitz and 
Haas, they are very similar and are typical of the spectra of heme com- 
])ounrls. It is now certain that cytochrome oxidase is a component 
of Warburg’s oxygen -transferring enzyme. However, it is to be realized 
that cytochrome oxidase is a generic term, and one must not expect identical 
spectra for the enzymes in different organisms. 

It has been generally believed that cytochrome oxidase is firmly anchored to 
the structure of the cl'II, or to cell particles, or to macromolecular constituents. 
The heart oxidase luoparations of Keilin and Hartree^® lose most of their 
activity on repealed filtration through Seitz filters. Stern®® has found that 
oxidase activity is partially in the sediment when centrifuged at 1D()[) g. (grav- 
ity), and completely so at 10,000 g. He believes that tlie oxidase is linked to 
a macromolecular particle of a diameter in the range of 51)— 200 mg. 

Haas”® has obtained, for the first time, water-clear solutions of cytochrome 
oxidase, in which 80 per cent of the activity remains in solution after centrifug- 
ing at 10,000 g. for 100 minutes. If the initial material is centrifuged at 
10,000 g., the solution contains 20-40 per cent of the activity; by treating with 
ultrasonic waves at 30°C., he obtains active water-clear solutions. 

h). Cytochrome. — Keilin®^ rediscovered, in 1925, a class of heme pigmeiil'i 
ill living cells, which had first been seen by MacMunn®^ in 1886. The 
significance of MarMiinn’s discoveries had been lost until Keilin extended 
MacMunn’s observations and correlated these heme pigments with cellular 
respiration, Keilin named these pigments the cytochromes, and in his 
original publication recognized three separate pigments, cytochromes a, b, 

F. Kubowitz and E. Haas, Biochem. Ztschr., 205: 247, 1932. 

J. L, Melnick, Science, 94: 118, 1941, 

F. S. Philips, Federation Proc., 1: 129, 1942. 

D. Keilin and E. F. Hartrpc, Proc. Roy. Sac., Londnn, B125: 171, 1938. 

K. (1. Stern, Cold Spring Harbor Symp., 9: 312, 1939. 

E. Haas, J. Biol. Them., 14B: 481, 1943. 

D. Keilin, Proc. Roy. Sdc. London, B9B: 312, 1925. 

C. A. MacMunn, Phil. Tr. Roy. Sdc., London, 157 : part I, 267, 1886. 
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and c. Keilin observed that in a contracting muscle of bee’s wings, a sharp 
4“banded specti*um appeared, that at rest the bands became weak and 
diffuse. Under anaerobic conditions, in activity, or in the presence of 
cyanide, the dark bands reappeared. Similar observations were made on 
yeast under aerobic and anaerobic conditions. Keilin demonstrated that 
organism^ from many phylogenetic groups contained cytochrome, though 
the relative concentration of the three pigments varied, and in some cases 
one or another of the pigments was absent. 

Keilin proposed, and in later studies®® has demonstrated, that the 
cytochromes represent a new class of respiratory enzymes, the carriers, 
intermediate between an oxidase and other respiratory components. 
Cytochromes a and c are not autoxidizable, but are catalytically oxidized 
from a ferro state with distinct bands to a ferri slate in which the absorption 
is more diffuse. Cytochrome h is sluggishly autoxidizable. Keilin®^ 
correlated his findings with those of Warburg, and proposed that the 
cytochromes were oxidized by a cyanide-sensitive CD-inhibited oxidase, 
which was probably identical with Warburg’s enzyme. 

Recently, several additional cytochromes have been identified; cyto- 
chrome fli, a 2 , and hi occur in some bacteria lacking cytochrome a, such as 
Bacillus coK.®® Cytochrome as occurs in heart muscle and in yeast and will 
be discussed more fully below. Cytochrome bs has been found in prepara- 
tions from yeast.®®’ There is possibly a cytochrome Ci in heart. ®^ The 


TabliE XXXV. — Absorption Bands of the Ferro- cytochromes in the Visible Spectrum 

IN 


Tyto chrome 

a 


y 

Source 

a 

095 


452 

Heart, yeast 

ax 

590 



BacHIvs coli 

U2 

628 



Bavillua voli 

aa 

690 


448 

Heart, yeast 

h 

564 

530 

432 

Heart, yeast 

hx 

569 



Bacillus call 

fez 

557 

530 

420 

Yeast 

c 

559 

521 

415 

Heart, yeast, wheat 


positions of the absorption bands of the cytochromes are shown in Table 
XXXV. The absorption spectrum of ferro cytochrome c is shown in Fig. 36. 
Theorell,®® and Keilin and Hartree,^® have described methods for the 

"3 D. Keilin, Proc. Roy. Soc., London, 61 D4: 20 B, 1929. 

D. Keilin, Proc. Roy. Sor., London, 6104: 206, 1929. 

““ D. Keilin, and C. H. Harkley, Biochem. J., 35; 688, 1941. 

®“S. J. Baeh, M. Dixon, and D. Keilin, Nature, 149: 21, 1942. 

3^ E. Hans, B. L. Horeeker, and T. R. Hogness, Science, 95: 406, 1942. 

“3 H. Tlieorell, Biochem. Zlschr., 279 : 463, 1935. 

““ II. Tlieorell, Biochem. Zt>schr., 285: 297, 1936. 

■^3 D, K^iliu and E. F, Hartree, Proc. Roy. Soc., London, 6122 : 298, 1937. 
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preparation of concentrated cytochrome c, and TheorelF^ has purified such 
preparations. Cytochrome c is a water-soluble red heme protein of rela- 
tively low molecular weight (13,000), fairly stable to heat, and non-autoxi- 
dizablc, nor does it form compounds with Cl), Nah\ HCN, in the pH range of 
4 to 9. This is probably due to the fact that, over this pH range, the iron is 
attached by 6 co-ordination bonds, while at higher or lower pHs, it is 
attached at only 4 positions and can thus form compounds. At physiological 
pH, cytochrome c is readily oxidized by molecular oxygen only in thepreence 
of a specific catalyst, cytochrome oxidase. It is reduced by cytochrome 



Fig. 3G. — Absurptiun spectrum of yeast ferroeytochrome c. (From M. Dixun, R. Hill, and 
1). Keilin; Pmc. Roy. Sol*., London, B109: 29, 1931.) 
reductase, hydro quin one, cysteine, p-phenylcncdiamine, and ascorbic acid, 
but not directly by the rcs})iratory substrates or their dehydrogenases, with 
the possible exception of succinic dehydrogenase. 

The catalytic activity of cytochrome c may be easily demonstrated 
by the methods of Keilin and Hartree.^^ Cytochrome oxidase preparations 
may be made from heart muscle, which are practically free of cytochrome c. 
These preparations have scarcely any activity in the oxidation of cysteine, 
p-phenylenediamine, or hydroquinone. Cytochrome c, alone, will not 
catalyze the oxidation of these substrates by molecular oxygen. A com- 
plete system gives a rapid O 2 uptake, as is shown in Fig. 37. This catalyzed 
oxidation is heat-labile and is inhibited by HCN, NaNa, and photoreversibly 
by CO. The reactions may be diagrammed below for the oxidation shown 
in Fig. 37. 


H. Theorell and A. Akesson, J. Am. Chem. Sot*., 63 : 18D4, 1941. 

D. Keilin and E. F. Hartree, Froc. Roy. Soc., London, B126 : 171, 193B. 
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4[)B 


CHjSH 

I + 2 ferri 

2CHNH2 cytochrome 

COOH 


CHaS— SCH2 

I I +2 f erro + 2H+ 

CHNH2 ('HNH2 cytochrome 

I I 

COOH (’0011 


2 ferro + 2 ferri — > 2 ferri + 2 ferro 

cytochrome oxidase cytochrome oxidase 

2 ferro + J/2O2 + 2H+ — ^ 2 ferri + H2O 
oxidase oxidase 


2 cysteine + J4O2 — cystin + H2O 

From the cytochrome concentration determined by Haas and from the 
rate of D 2 uptake of yeast in glucose at 20°r., Warburg’^ calculates that the 



Fig. 37. — The oxidation of cysteine by cytochrome ami rytochrome oxidase. [IVoiii D. Kcilin, 
Proc. Roy. Soc., London, BIDS: 41B, l!)3l).) 

cytochrome in living yeast must be oxidized and reduced about 4000 times 
a minute. 

It has been known for a long time that many tissues could oxidize a napthol 
and dimethyl-p-phenylenediamine to indophenol blue, and this property was 
ascribed to an indophenol oxidase. Recent work^^-"^^ has made it clear that the 
indophenol reaction is not due to a single enzyme, but to cytochrome oxidase 
and cytochrome c functioning in a manner similar to that diagrammed above for 
the oxidation of cysteine. 

0. Warburg, Naturwissenschaften, 22 ; 441, 1934. 

D. Keilin and E. F. Hartree, Proc. Roy. Soc., London, B126: 171, 1938. 

E. Stotz, E. Sidwell, and T. R. Hogness, J. Biol. Cheui., 124: 733, 1938. 
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Haas‘S has determined the rate of respiration in baker’s yeast by follow- 
ing the rate of cytochrome reduction. This was done by mriiMjring with a 
photoelectric spectrophotometer^’ the difference in absorption of aerobic 
and anaerobic yeast at 550 m/x. His conditions (0°C., well-washed yeast, 
no substrate) were such that in air all the cytochrome was in the ferri 
form and in a nitrogen atmosphere in the ferro form. He found the concen- 
tration of the cytochrome = 1.43 X 10“^ mM./ml. cell suspension. Then, 
preventing the reoxiJation of cytochrome by adding cyanide at < = 0, 
he determined the rate of cytochrome reduction. The results may be 
expresserl by the relation: 



where t = time in minutes, 

f'D = cone, of ferri cytochrome at i = 0, 

C — cone, of ferri cytochrome at 
k = velocity constant. 

He found that k = A. To convert this into terms of oxygen, we may recall 
that one mol. of cytochrome is equivalent to mol. of oxygen, and that 
mM. of oxygen is equal to j.f X 22,4D0 mm.^ Then: Vol. of O 2 in mm.® 
= k X}iX 22,4D0 X 1.43 X lD“-^mM. = 0.32 mm.® Oa/ml. cell suspension 
/min. Direct determination of the oxygen consumed gave, for the same 
yeast at 0°C., 0.34 mm.®/ml. cell suspension /min. Thus, at least under 
th ese conditions, all the respiration could pass over cytochrome. 

The exact seriation of the cytochrome actions in respiration is still 
unclear. It is possible that cytochrome a 3 can oxidize cytochrome c, and 
the latter may have a higher potential than cytochrome h. 

c). Cytochrome and cytochrome oxidase. There is some reason to believe 
that cytoelirome tta may he cytochrome oxidase. The evidnee for this view has 
been ably summarized by Keilin and Hartree’® and may be briefly given below. 
Cytochrome ffa is thcrmolabile, insoluble; it is rapidly reduced by biological 
systems, and it forms compounds with IICN, NaNs, and H 2 S. In the ferro 
state it forms a compound with CO, absorbing at 590 my. and 432 m/x, which is 
similar to results obtained by Warburg for the oxygen-transporting enzyme. 
Cyanide forms compounds with both ferro and ferri fla, but the cyanide com- 
pound is not readily reduced. The CO-ferro-ag appears not to be light-sensitive, 
and this is contrary to what would be expected of cytochrome oxidase. 

Straub’® and Yakushiji and Okunko®“ have prepared from heart muscle 
colloidal solutions containing cytochrome a and aa, and Straub’s preparation 
was free of h and c. Straub finds that his preparation forms a compound with 
CO with a sliift of the gamma band from 443 my to 430 mg. He observed that 
p-phenylenediamine is oxidized only after the addition of cytochrome c, and 

E. Unas, Naturwissenschaflpn, 22 : 2D7, 1934. 

M. V. Ardenne and E. Haas, Ztsehr. f. physik. Chein., A174: 115, 1935. 

D. Keilin and E. F. Hartree, Proc. Ray. Soc., London, B127 : 1B7, 1939. 

F. R. Straub, Ztsehr. f. Physiid. ["hem., (Hoppe-Seyler’s), 260 : 227, 1941. 

E. Yakushiji and K. Okunko, Proc. Imp. Acad. Tokyo, 17 : 3B, 1941. 
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Yakushiji reports cytochrome a is partially reduced by c. No data are avail- 
able as to light reversal of CO inhibition and inadequate evidence as to the 
catalytic activity of these preparations is available to decide whether cyto- 
chrome ffa is really the elusive cytochrome oxidase. 

3. Hydrogen Mobilization and Transport. — a). Dehydrogenases . — 
The cytochrome oxidase-cytochrome system is primarily concerned with 
the transfer of electrons from the intermediate enzymes to oxygen. Wie- 
land®^ has emphasized the fact tliat the respiratory substrates normally lose 
two hyflrogi ‘11 atoms upon oxidation (or two protons and two electrons). 
Thunberg®^ discovered a class of enzymes, the dehydrogenases, which 
catalyze the oxitlation of specific substrates by the transfer of two hydrogen 
atoms to a hydrogen acceptor. Thunberg used methylene blue as an arti- 
ficial hydrogen acceptor, and followed the course of the reaction by observ- 
ing the decolorization of the methylene blue to its reduced or leuco form. 
Such a reaction may be illustrated as follows: 

COOH COOH 

I succinic | 

CHa +Mb >111 +MbH2 

I dchydri)- || 

CHa IH 

COOH coon 

Succinic acid Fumaric acid 

Today a large number of (leliyiln)gi‘iiji'^i‘N are known, which catalyze 
the oxidation of a wide variety of specific substrates. Some of these are 
shown in Table XXXVI. As dehydrogenase preparations, washed bacteria 
or yeast, toluene-treated bacteria, phosphate extracts of seeds, or animal 
tissues may be used. Several <leh\ ilrogciiaNi-- have been concentrated, 
and a few are known in essentially pure form. Most dehydrogenases con- 
sist of two parts — a specific protein and a coenzyme. At the present time, 
two coenzymes for dehydrogenases are known; each coenzyme may act 
with several different specific proteins (see Table XXXVI). 

h). Phospho'pyridine nucleotides . — Harden and Young®® discovered co- 
zymase, a coenzyme essential for alcoholic fermentation by yeast juice. 
Its chemical nature remained unknown until the 1930’s. In 1932 AViirburg 
and Christian®'* were studying O 2 consumption of an artificial system, 
consisting of glucose-6-phosphate, a yellow protein from yeast, and a protein 
fraction (Zwischen ferment) from yeast, and they found that this system 
required a coenzyme which differed from the cozymase of Harden and 
Young, and therefore they called it coenzyme II. The Warburg group® ^ 

H. Wipland, On the Mechanism nf Oxidation: Yale University Press, 1932. 

8* T. Thunberg, Quart. Rev. Riot, 5: IB, 1930, and Ergebn. d. Enzymforsch., 7: IBS, 1938 
"3 A. Harden and W. J. Young, Proc. Roy. Soc., London, B77 : 4f)5, 190S. 

0. Warburg and W. Christian, Biochem. Ztsrhr., 254: 438, 1932. 

0. Warburg, W. Christian, and W. Griese, ibid., 282 : 157, 1935. 
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isolated this coenzyme from horse blood and showed that it was a dinucleo- 
tifie containing one molecule of nicotinic acid amide, one of adenine, two of 


Table XXXVI. Some Repkesentative Deiiydhogenases 


Substrate 

Product 

isoen- 

zyme 

Oeeurrenee 

Triosephosphate 

Pbosphoply eerie aeid 

I 

Crude preparations from animal 
tissues 

Laelie aeid 

Pyruvic aeid 

1 

t’ryslalline form from heart 

Aleohol 

Acetaldehyde 

I 

Cry.stalliiic form from yeast 

Malic acid. . .... 

Oxalaeetir* aeid 

I 

Grude preparations from yeast 
and tissues 

j3-liydroxybutyric aeid. . 

Aeetoacetic aeid 

I 

Crude preparations from aiiitiial 
lis.sue 

Formic aeid 

(ilueose-O-innno- 

(O 2 

I 

Frtun seeds and Bacillua cnli 

phosphate 

Phosphohcxonic acid 

IT 

From yeast in purified state 

From hor.se red cells 

Isoeitric aeid 

Kel 0 /S-carboxy-glu- 
taric acid 

IT 

[Viirle preparations from seeds, 
animal tissues and yeast 

(Rutamie aeid 

lininoglutaric aeid 

IT 

F nr yea.st .specific protein 

Glutamic aeid 

Jiiiintiglutarie arid 

1 or 11 

For aniiiial specific protein 

Glutamic acid. . . 

Jminoglutarie ai’id 

I 

For plant specific prolein 


Data from F. Srhlenck in A Symposium on Respiratory Enzymes: Univ. Wiseonsin Press, 
11)42. 


CONH, 


N+ 


HC- 


III 


HOCII 

I 

HOCH 

I 

HC— 

I 

CH, 

I 

O 

oJ- 

HO^ 


OH 

I 

-P — 

0 


N= 

I 

C 


H 

-D- 


-N 

II 

-C— NH* 


I CH 

HC 


I 

HDCH 

I 

HOCH 


HC 

I 

CH, 

I ■ 

0 

I 

— P=D 


0 


Fig. 38. — Probable structure for triphosphopyridiue iiuelentide. 


ribose, and three of H 3 PO 4 . A probable structure of this coenzyme is 
shown in Fig. 38. Nicotinic acid amide had not previously been recognized 
as occurring in nucleotides, nor had any physiological role been rct*ogniziMl 
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for it. Warburg showed that, when glu cose- B-phosph ate was oxidized, the 
coenzyme was reduced by the acceptance of two hydrogen atoms, and that 
it was the pyridine ring which underwent reduction. The reduced coenzyme 
could be reoxidized by the flavin enzyme. 

Coenzyme I (cozymase) was soon obtained in pure form, and it was 
shown to be identical with coenzyme 11, except that it had but two 
phosphorus atoms. Warburg**® renamed coenzyme 1, diphosphopyridine 
nucleotide; and coenzyme 11, triphosphopyridine nucleotide. Both co- 
enzymes are widely distributed, for they are known from yeast, bacteria, 
and higher plants and animals. 

The evidence is very strong that many of the dehydrogenases dissociate 
into two parts, the protein and coenzyme; it is equally evident that the 
catalytic activity is a property of the complete dehydrogenase molecule. 
We may formulate this as follows: 

dehydrogenase ^ specific protein + coenzyme 
(specific protein) (coenzyme) _ ^ 

[dehydrogenase) 

where K^. is the dissociation constant of the enzyme. 

In practice, Ke may be determined by using a small amount of specific 
protein in the presence of an excess of sidistrate (in the example used here, 
glucose-6-phosphatc) and with increasing amounts of coenzyme follow the 
velocity of the reduction of the coenzyme. It is essential that conditions 
are such that the velocity of the reaction depends upt)n the concentration 
of the enzyme, and that the concentration of the specific protein is suffi- 
eicntly small, and its dissociation constant sufficiently large, so that the 
concentration of total coenzyme is essentially that of free coenzyme. Then 
the Michaelis-Menten equation (see Sec. 1, chap. 2) may be used: 

V ^ S 

V max. Ke + (aS) 

V = velocity, 

V max. = maximum velocity, 

[aS[) = coenzyme concentration, 

Ke — dissociation constant of the enzyme. 

When V/V max. = 0.5, then (aS) = K^. 

The rate of the reaction may be followed spectrophotomctrically at 341) 
mg, for both coenzymes I and II absorb strongly at this wave-length in the 
reduced form and but slightly in the oxidized form (see Fig. 39.) The value 
of Ke for glucose-6-phosphate dehydrogenase has been determined by 
Negeleiii and Haas**^ and found to be 1.1 X 10“^ mols. /liter at 38°C. 


Warburg, Ergebn. d. Enzymforsch., 7: 21 0, 1938. 

E. Negelein and E. Haas, Riopheiii. Ztsphr., 2B2: 206, 1935. 
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Similarly, the alcohol dehydrogenase has been studied by Negelein and 
Wiilff.®** The protein has been isolated and shown to be coenzyme I-specific. 
The dissociation constant has been determined, and, in this case, is different 
for the reduced and oxidized enzyme: 

enzyme + alcohol enzyme-H 2 + acetaldehyde. 

We may formulate the equation for the dissociation of enzyme into specific 
protein + CO enzyme I and enzyme. 

H 2 into specific protein + coeiizyme 
TTI ‘2 just as was done above. The 
Ke of oxidized enzyme was found to 
be 9.5 X 1D~^ and of the reduced 
9.2 X l^“^ 

The activity of the specific pro- 
teins may be followed by adding 
them to coenzyme I or 11 and fol- 
lowijig the t)xidation of the coenzyme 
spectropliotometrically at 949 m/i. 

This is illustrated in Fig. 49, where 
phosphoglyceraldehy de-specific pro- 
tein is ad lied at zero minutes to 
coeiizyme I, phosphoglyceraldehyde 
and acetaldehyde. The coenzyme 
is reduced, then acetaldehyde- 
specific protein is added and the 
Coenzyme is oxidized. The addi- 
tion of further protein shifts the 
steady state to a new value. 

c). Succ'mic dehydrogenase. — Dne 
of the most active and widely dis- 
tributed enzymes of animal tissues is succinic dehydrogeiiJi''e. This enzyme 
occurs in most cytochrome oxidase preparations, and is oxidized by cyto- 
chrome oxidase — cytochrome c system. So far the enzyme has not been 
obtained in solution, nor has it been separated into a coenzyme and a specific 
protein. No intermediate between the dehydrogenase and cytochrome c 
has been established. Dialyzed preparations lose mueh of their activity, 
which can be restored by the addition of calcium ions®®'®“ and aluminum 
or chromium ions.^" This enzyme seems of particular importance, because 
it may serve to link other dehydrogenases to cytochrome c. It is not certain 
whether succinic dehydrogenase is widely distributed in plants. The 
observations of Hill and Bhagvat®^ would indicate that it occurs in bean 
seeds. 

E. Negdein and J. J. Wulff, Biorhera. Ztsrhr., 2B9 : 43B, 1937 ; 293 : 351, 1937. 

B. L. Horei-ker, E. Statz, and R. Hogness, J. Biol. Chem., 12B : 251 (1939). 

V. R. Potter and W. C. Schneider, J. Biol. Chem., 142; 543, 1942. 

‘’1 R, Hill and K. Bhagvat, Nature, 143: 726, 1939. 
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Fig. 39. — 'J'he abHorplion roefficient lor re- 
duced Iriphosphopyridirie nucleotide (dashed 
rurve) and for the oxidized form (eontinuous 
curve). (From F. Schlenk, in A Symposium 
on Re.spiratory Enzymes: Univ. of Wisconsin 
Press, 1942.) 
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d). The flavin enzymes . — It is apparent that a substrate may become 
oxidized by its dehydrogenase, and the dehydrogenase become reduced, but 
if the dehydrogenase is to act catalyti cally, it, in turn, must become oxidized. 
The great majority of dehydrogenases cannot be oxidized by molecular 
oxygen, nor directly by ferri cytochrome. Some intermediate carriers must 
be present, or some oxidase which reacts not only with the reduced dehydro- 
genase, but also with molecular O 2 . 

Warburg and Christian, ini 932, isolated a yellow protein from bottom 
yeast, which could be separated into two parts, a colorless protein and a 



Fig. 4D. — ^Thc reduflion of diphosphopyriJine nudeotide by phosphojjlyi-eraldehyde upon 
addition of the sppfifir protein (F); and the oxid.ation nf thp diphospFiopyridinp by acetalde- 
hyde in the presenee of its specific protein (IT). (From F. Schlenk, in A Symposium on 
Respiratory Enzymes: Univ. of Wisconsin Press, 194!^.) 

mononucleotide. The latter is now known as riboflavin-phosphate (or the 
phosphate ester of vitamin G). This protein could oxidize the reduced 
form of coenzyme II, and in the presence of Oz the flavoprotein was reoxi- 
dized, and H 2 O 2 was formed. The structure of the flavin is shown in Fig. 
41. Warburg and Christian reconstructed a respiratory system using 
glucose- B-phosph ate, coenzyme II, a specific protein (Zwischen enzyme) 
and flavoprotein, which is diagrammed below: 

glucose- 5-phosphate + en coen. + II 2 O — ^ phosphogluconic acid 

+ en-coen-Hz. 

en-coen-IIz + flavoprotein eii-coen. + leuco flavoprotein. 

Icuco flavoprotein + Dz ^ flavoprotein + II 2 O 2 . 

The reaction with O 2 is slow, particularly at low Oz tensions, and there is 

“^9. Warburg and W. Christian, Biorhem. Ztschr., 254 ; 438, 1932; 263 ; (1933); 207 : 299, 
440, .1936; 266 : 375, 1933. 
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but that aerobically a broad band appeared in the blue, with its peak at 4(30 mfj . ; 
anaerobically the band disappeared. This behavior and the sirueture of the 
band were typical of a flavuprotein. He determined the total eoneentration 
calculated as flavin, and the rate of oxidation of the flavin by adding, anaerobic- 
ally, methylene blue to the bacteria. The flavin concentration was 0.02 X 1 0“^ 
mM. per ml. of suspension and the velocity constant 0.!) min.~^ This gives 
an oxygen equivalent of 1.2 mm.Vmh suspension/min. He observed in direct 
measurements an O2 consumption of 1.0 mm.'Vnil. suspension/min. Thus, all 
the O2 consumption could be accounted for by the flavin enzyme. Warburg 
and Christian have calculated the turnover number of the flavin that would 
be essential for the observed oxygen uptake in this bacteria at 38°C., and they 
obtain a value of 30, and since they found a turnover number for flavin enzyme 
in cytolyzed horse red cells of 50, all the respiration of Lactohavillus at 38°C. 
may be catalyzed by a flavin acting as an oxidase. (The turnover number = 2 
moles of enzyme/moles of O2 consumed per minute.) 

The results of Haas, and Warburg and Christian do not allow us to deter- 
mine what flavin enzyme is involved, since several have similar absorption 
spectra. 

It has frequently been suggested that a flavin enzyme is responsible for the 
cyanide-resistant respiration of animals and higher plants. These organisms 
do not accumulate 11202* as is typical of flavin oxidation by molecular O2, but 
the nearly universal presence of catalase would prevent that. The low turn- 
over number of cytochrome reductase anil the original flavin enzyme of Warburg 
and Christian, which are respectively 2.2 and 27 at 25°C. in air, and tlieir 
.strong dependence upon O2 pressure, make them appear unlikely as oxidases. 
The O2 consumption of cyanide-resistant leaves is frequently 401) mm. Vhr./gm. 
wet wt., and this requires a flavin concentration of approximately 1 X 10 ■' 
molar if the flavin enzyme is the oxiilase. However, sonic as yet undiscovered 
flavin enzyme may well be active in this catalysis, for d-amino-acid oxidase 
which is a flavo-adenine-protein has a turnover number of 1400 at 1 00 per cent 
oxygen and 38° C.®'*’ 

e), Cytochrorne reductase. — Haas, Horeckcr, and Ilogiiess®’^ discovered 
in 1940 a new flavin protein which has tlie same prosthetic group as the 
flavo-protein of Warburg and Christian, but which is rapidly oxiilizeil 
by cytochrome c. This enzyme, which they have named cylorhrome c 
reductase, rapidly oxidized dehydrogenase systems which are coenzyme II- 
spccific. It thus furnishes a connecting link for these systems with cyto- 
chrome c, cytochrome oxidase and 1 ) 2 . The new enzyme has but slight 
reactivity with molecular O 2 or with coenzyme I. 

Artificial systems have been reconstructed and their kinetics followed 
by the rate of reduction of cytochrome c spectrophotometrically. A 
reconstructed system is shown in the diagram below. 


0. Warburg and W. Christian, lliorhem. Ztsrhr., 2dB: 15D, 1.^38. 

E. Haas, 11, L. Hnrerker, and T. R. Hogness, J. Bitil. Cliem., 136: 747, 1943; E. Haas, 
C. J. Harrer, and T. R. Hogness, ibid., 143 : 341, 1942. 
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specific 

glucosc-B-phospliate + coeii. II + H2L) > phuspliu^^lucoiiic* acid 

prMein 

+ cocn. II II2 

coeii. H2 + cytochrome reductase coeii. + Ilmico cytochrome reductase 
leuco ferri cytochrome ferro 

cytt)chroTTie + 2 cytochrome c ^ reductase + 2 cytochrome 
reductase 

ferro ferri ferri ferro 

2 cytochrome + 2 oxidase — > 2 cytt)chrome + 2 oxidase 
ferro ferri 

2 oxidase + 2 H+ + ,^2^2 ^ oxidase + 112^) 

gluc(»se- 6 -phosphate + J 21^2 — ^ phosphogluconic acid 

liy making one constituent after another limiting in the reaction system, 
tlie velocity constants of the partial reactions have been determined, and 
the fact that cytochrome reductase forms intermediate molecules with the 
coeazyme and with cytochrome c has been established. The velocity con- 

Table XXXVIl. —S ome (Constants of a Few Flavin Enzymes 
k = litrr X X 

V elocity roiisliiiils at 25° C. 


Enzyme 

Prosthetic 

group 

Reduction 
by coen- 
z.yiii e k 

Oxidation 

by 

k 

Oxidation by 
cytochrome v 
k 

Hisso ela- 
tion con- 
stant K 

Flavin enzyme of 
Warburg and Fhris- 
tian. 

Alloxazinc-mnno- 

nuclcotide 

6 X 11)8 

19 X 19^ 

9 3 X 198 

SU X 11)“” 

Flavin enzyme of Haas 

A1 1 ox a zine-a de- 
nine di-nucleo- 
tide 

12 X 19^ 

14 X 19^ 

9 


Cytochrome reductase 

All ovazine-raono- 
nucleotide 

17U X 198 

9 8 X 19^ 

53,999 X 198 

1 X 10 ” 


Data from E. Jlaas, F. J. Harrer, and T. R. Hogness, J. Iliid. 143: 341, li)42; 

Warburg and Christian, Riochem. Zlschr., 29B: 368, 1938. 


stants for several flavoproteins are shown in Table XXXVII. The system 
outlined in the diagram above is probably more completely worked out 
than any other reconstructed oxidation scheme involving several steps. 

Cytochrome reductase: coenzyme /. The cytochrome reductase of Haas, 
et a/, is not reduceil by coenzyme I, and therefore cannot link coenzyme I 
dehydrogenases to cytochrome c. There is present'*'^ in liver dispersions 

“**E. Haas, f\ J. Harrer, and T. R. Hugness, J. Rial. C’hem., 143: 341, 1942. 

E. E. Lockarl and \\ R. Potter, ibid., 137 : 1 (1941). 
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an insoluble enzyme which reduces cytochrome c and oxidizes reduced 
cocnzymc I. The nature of this reiliictase is still unknown. 

/). Other flavin enzymes . — Warburg and Christian^ ““ isolated a protein 
which had Ravin-adenine dinucleotide as the prosthetic group. This 
protein is very active in the oxidation of many d-amino-acids to NH 3 and 
the corresponding a keto acid. Since the naturally occurring amino-acids 
are 1 -amlno-acids, the physiological function of this enzyme is unknown. 

It has long been known that an enzyme existed in tissues and milk which 
would oxidize xanthine and hypoxanthine to uric acid, and acetaldehyde to 
acetic acid; this enzyme is known as xanthine oxidase or Si*li.‘irdiiigiT enzyme. 
13air“^ has purifieil xanthine oxidase, and his preparations contained a 
flavin-adenine dinucleoiide. 

Several additional flavo-proteins have been isolated, but their 
physiological function has not been established. 


TaULE XXXV fit. ”CL\S 81 Flf’ VTfON OF ["ehtatn Dxidases 
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^ Peruxidafle T inhibited, peroxidase II nol inhibited. 
2 On plant extrafts. 

Paraph any] enediamine. 


4. Non- cytochrome Systems. — Respiration catalyzed by the cyto- 
chrome oxidase-cytochromc system is widespread throughout living organ- 
isms, but is not universal. There are organisms known whose respiration is 
not inhibited by the poisons, cyanide, azide, sulfide, or photorcversibly by 
carbon monoxide, and which do not have cytochrome. We know less of 
the mechanism of the respiration in such organisms than in the cytochrome 
oxidase f)rganisms, but several features are known. Jt must alsc) be realized 

iiiu Q Warbiirp, and W. (^hristian, IFiot-heni. ZtsrFir., 295: 29B : 150, 1938. 

Ball, J. Bi(d. C'hpiii., 12B: 51, 1939. 

Haas, Biochrin. Ztsrhr., 238; 378, 1938. 

B. Straub, Biocheiu.' J., 33: 387, 1939. 
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that cytochrome oxidase organisms may contain additional oxidative 
mechanisms, so that several respiratory mechanisms may exist side by side 
in the same organism and even in the same cell. 

The use of a respiratory poison Is a useful, even though fallible, tool for a 
first classihcation of respiratory systems, and the responses of several to 
respiratory inhibitors are shown in Table XXXVIII. 

a). Cyanide-resistant respiration. — Commoner'®^ has reviewed the effects 
of cyanide on cellular respiration. In many cells and tissues, a resitlual 
respiration exists in the presence of cyanide, and in some plants or parts of 
plants’“^'^“® and in certain bacteria, no inhibition occurs. The nature 
of the oxidases responsible for this respiration is unknown. It has fre- 
quently been proposed that the flavin enzymes are responsible, and though 
this suggestion may be probable, it is not established. 

h). Azide-resistant respiration. — Stannard^®^ has shown that the respira- 
tion of stimulated or contracting frog muscle is inhibited by azirlc, cyanide, 
and photoreversibly by CO, but that the respiration of resting frog muscle 
is not sensitive to azide or CO, but is inhibited by cyanide. The nature 
of the oxidase active in resting muscle has not been established. 

c). Catechol oxidase. — The polyphenol oxidases have been known since 
the work of Bertrand in 1894/“® and these have been recently reviewed by 
Nelson and Dawson. However, it is only recently that they have been 
purified and their role established. In 1929 Keilin^^^ showed that the 
catechol oxidase of potatoes was inhibited by II CN, H 2 S, and CO, and that, 
unlike cytochrome oxidase, the CO inhibition was not reversed by light. 
Kubowitz^^^ has isolated a copper protein from potatoes which has high 
catechol oxidase activity and has shown that the activity depends upon 
the copper content. He was able^^^ to remove the Cu by dialysis against 
HCN and to show that neither the Cu nor the protein was active alone, 
though he could regenerate the enzymatic activity of the protein upon 
addititm of Cu. 

The catechol oxidase of potatoes oxidizes ortho diphenols such as catechol 
to orthoquin ones: 


[J-OH 


, 2 cupric 
^ enzyme 


rA-O 




=0 


+ 2 


cupro 

enzyme 


+ 2H+ 


B. CoFnmoner, Biol. Rdv., 16; 168, 1940. 

P. B. Marsh and D. R. Goddard, Am, J. Bot., 25: 724, 1939. 

J. Merry and D. R. Goddard, Proc. Rochester Acad. Sc., B; 24, 1941. 

S. Yainagutchi, Acta phytochim., 8: 157, 1934. 

J. N. Stannard, Am. J. Physiol., 126; 196, 1939. 

C. R. Bertrand, Arad. Sc., Paris, IIB: 1215, 1994. 

J. M. Nelson and C. R. Dawson, Adviinces in Enzymology, 4: 99, 1944. 

D. Keilin, Proc. Roy. Soc., London, Bl[)4; 2066, 1929. 

F. Kuhowitz, Biochem. Ztsrhr., 292 : 221, 1937. 

113 F. Kubowitz, ibid., 299 : 32, 1938. 
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Meta and para compounds such as resorriiiol and hydrorpiinonc are not 
oxidized, ajid monophemds, such as plieiiol and p-crcsol, are only oxiilized 
after a lag period. 

Hatecliol may itself act catalytically as a carrier, for a small amount, 
say 0.[)1 mg., may be used to oxidize several mgs, of p-pheiiylcne-diamine 
or glucose- 0-phosphate. In the latter case coenzyme II and the specific 
protein for glucose-G-phospliate are essential. The whole reaction may be 
diagrammed below: 


glucDse-6-phosphate + coen. II 


spec'ifii* 

protein 


phosphoglueouic acid + coen. H2 II 


coen. II2 II + 


1) 


/\V- 


coen. II + 


\ 


'-D 


Oil 




on 


r 


on 

4. 2 cu])ric , 


— l)H 

' enzyme^ 

\/ 


-^0 


enzyme 


2 + i„,) .j. ^11 f _ 2 ‘■“I*''"' + II.O 

enzyme ' - ^ ' ejizyme 


Thus, any system which functions through triphosphoi)yridine nucleotide 
could be oxidized over catechol oxidase. It is ])robable that similar activity 
would occur with diphospliopyridinc nuclet)tide. The naturally occurring 
iliphenols are probably not catechol but glucoside derivatives of calcchid. 
Kubowitz’s preparations were very active, 1 mg. of enzyme catalyzing the 
uptake of 34,500 mni.^ O2 per hour at 20*^ (\, which means that each nudeeide 
of enzyme went through over 3,00[) complete cycles of oxidation and reduc- 
tion per minute. 

Catechol oxidase is widely distributed in higher plants and in fungi. 
That catechol oxidase functions catalytically in cellular respiration apj)ears 
to be very probablefrom the results of JJaker anil Nelson, who have shown 
that the rcsjnratioii of potato tissue is largely inhibited by H['N and 
4-nitro-catechol, and the latter is a specific catechol oxidase poison. Fur- 
ther, they showed that the addition of small amounts of proto catechuic acid 
produced a marked stimulation in respiratory rate (R.3. of I.O), which 
continued for several hours, and the total extra O2 consumed was several 
times greater than would account for the oxidation of ])rolocatechuic acid. 
Frotocateehuic acid or other substituted catechols are probably the natural 
carriers which function in cell respiration. 


(/). Of/trr rrjpprr cnz}fm.c,s \ — Several additional pnlyplieiiolases are known 
for which no respiratory role bus been estahlislieil ; for example, laceasc""* and 

1). Keilin and T. Mann, I’ror. Koy. Soi*., London, B126: ]H7, 1938. 

Baker and T. M. Nelson, J. lien. Physiol., 26: l2[i9, 1.943. 

11" D. Keilin and T. Mann, Nature, 143: 43, 1939; 144: 44^2. 1.949. 
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lyrosinase^'^ have been isolated and shown to be copper proteins. Polyplienol 
oxidase has also been reported to occur in animal tissues. Ascorbic acid is 
widely distributed in plant tissues,^^® and is in some rases rapidly oxidized in 
injureil tissues. A ropper jnotcin which specilically oxidizes ascorbic acid lias 
been isolaled'^“ from summer siiuash. 

e). Other heme enzymes . — rytochrome and, presumably, cytochrome oxi- 
dase arc heme enzymes in which the hemes are not identical with the heme of 
hemoglobin. However, a series of heme enzymes are known which have the 
same heme for their prosthetic group as occurs in hemoglobin. Some of the 


Table XXXIX. — Visible ABS[)itPTioN Spectra for Some Heme Piomentb and P^nztmeb 


Substance 

Prnstlielic group 

Source 

Spectrum niju. 

Ferri-liemoglobin 

Protoferriheme IX 

Maminalian blood 

542, 578, 634 

Ferro-hemoghd)in 

Protoferrobeiiie TX 

Mammalian blood 

4.35, 555-575 

CO-hemoglnhin 

Protoferndiemc IX 

Mammalian blood 

429, 549, 570 

Falalase 




Animal 

Protoferriheme IX 

Horse liver 

499, 595, 540, 022 

Plant 

F<*rrilieme 

Piiinpkiii seed 

550, 540, 529 

Beroxidase 




I (paraperoxidase) . . . 

Protoferriheme IX 

Horse radish 

548, 58.3 

11 

Prolofcrriheme IX 

Horse radish 

498, 045 

Animal 

Ferrilieme 

Milk 

355, 509, 045 

VerdoperDxidase 

Unknown heme 

Blood of man 

559, 575, 525, 639 

l^y 1 0 L'lir f 11 1 1 e p eroxi da se 

Proloferriheine 

Yeast 

419, 599. 029 

rhloroeniorin 

Spirogr{ii)h\H heme 

Spirograph lit 

449, 579, 695 

GO-cliloroiTuorin 

iS' pi rogra ph ? h erne 

Spirographis 

440, 599 

FO-cytoclirome oxidase 

Pliaeohemin 

Toridu uiilis 

439, 510,549, 591 



Baker’s yeast 

430.519,509, 589 



Aeetie haeteria 

435,524, 540,589 



Uhick embryo 

435-44.5, 553, 589 



Extra I't — rat heart 

455. 519, 589 

Pasteur enzyme 




Animal 

Phaeohemin 

Rat retina 

459, 515, 578 

Plant 


Yeast 

439, 515, 589 


heme enzymes and their spectroscopic properties are referred to in Table XXXIX. 
Each enzyme has, however, its specific properties, none of which is identical 
with that of hemoglobin — that is, the different proteins impart different cata- 
lytic activities to the separate enzymes. Typical of these enzymes are catalase, 
crystallized by Sumner and D ounce. Catalase forms a compound with the 
substrate ethylhydrogen peroxide of sufficiently long life to be demonstrated 
spectroscopically,^^^ and this is the first case of the physical ilemonstration of 
an intermediate molecule between substrate and enzyme. The enzyme is 

H. R. Dalton and I. M. Nelson, J. Am. Chem. Soc., 51: 2945, 1939. 

I. F. Cadden and L. V. Dill, J. Biol, (-hem., 141; 105, 1942. 

A. Szent-liytirgyi, Biochem. J., 22: 1387, 1928. 

^^®P. L. Lovett-Janison and J. M. Nelson, J. Ain. l^hem. Soc., 52; 1459, 1949. 

J. B. Sumner and A. L. Douni-e, J. Biol. Chem., 121 : 417, 1937. 

122 K. G. Stern, ibid., 114; 473, 1936. 
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extremely active, for one molecule may decompose molecules of H2O2 per 
second at 0 °C. No clearly established function of catalase in cellular metabo- 
lism has ever been shown except to get rid of H2O2 produced in some oxidations. 

Cytochrome c peroxidase is a heme protein, isolatcd^^^ from yeast, that 
oxidizes cytochrome C at the expense of H2O2. Thus, the H2O2 may be used 
to bring about respiration by way of the cytochrome system. 

Peroxidase has long been recognized as an enzyme present in higher 
plants, which will catalyze the oxidation of some organic compounds 
(phenols, phenylenediamines, etc.) by H2D2. It has been isolated by 
TheorelP^^ from horse radish, and by electrophoresis resolved into two 
crystalline fractions, both heme proteins, which he has named peroxidase 
and paraper oxidase. Further, he has separated peroxidase into a white 
protein and heme, and then has regenerated 93 % of the original catalytic 
activity by combining the protein with heme prepared from hemoglobin. 
Ferri peroxidase forms a compound with H2O2 which is green in color; in the 
presence of an oxidizable substrate, this intermediate is ephemeral. 

The physiological role of peroxidase may really be due to its oxidase 
activity, for Swedin and TluMirell have shown that peroxidase has catalytic 
activity in the oxidation of dioxymaleic acid. It had been shown^^®’^^"^ that 
many plants contain an enzyme oxidizing dioxymaleic acid to dioxysuccinic 
(dioxy tartaric) acid. Dioxymaleic acid occurs^^® in plants and if dioxysuc- 
cinic acid is rapiilly and reversibly reduced by dehydrogenases, the peroxi- 
dase dioxymaleic acid system may constitute an oxidase carrier system. 
Paraperoxidase oxidizes dioxymaleic acid only in the presence of phenols, 
but unlike peroxidase, this oxidation is not inhibiteil by HCN. Thus, 
either cyanide-sensitive or cyanide-resistant respiration could be catalyzed 
by peroxidase, functioning as oxidase. 

Verdoperoxidase is a green heme protein isolated^^® from leucocytes 
of man which has peroxidase activity, but is distinct from the horse radish 
enzyme. 


A. M. Altschul, R. Abrams, and T. R, Hogness, J. Biol. Chem. 136 : 777, 1940. 

“4 H. Theorcll, Ark. Kemi. Miner. Geol.. 14B : No. 20, 1940; IBB : No. 24, 1942; IBA : No. 1, 
1942 ;Nd. lBA:No. 3, 1942. 

B. Swedin and H. Theorell, Nature, 14B: 71, 1940. 

J. Banga and A. Szent-Clytirgyi, Ztschr. f. physiol, rhein. (Hoppe Spyler), 266 : 57, 193S. 

J. Banga, and E. Philippot, ibid., 25B; 147, 1938. 

Gatet, Enzymologia, B: 375, 1939. 

K. Agner, Acta physiol. Scandinav., 2: supp. 7, 1, 1941; Recent Adv. Enzymology, 3 : 
137, 1943. 
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One of the characteristic features of the rBspiration of living cells is the 
production of carbon dioxide. However, the oxidation of many substrates 
by the dehydrogenase-oxidase system does not directly result in CO2 for- 
mation. Less is known concerning the mechanism of the formation of CO2 
than is known concerning the oxidation of hydrogen to water. Both 
processes are, however, equally important to an understanding of the 
mechanism of cellular respiration. 

Carboxylase is an enzyme discovered by Xeiiberg^''*'’ in yeast, and is 
widely distributed in higher plants. It catalyzes the decarboxylation of 
Qj-kcto-acids to the corresponding aldehydes and CO2: 

CH3 CH3 

I I + CO2 

C :0 ^CHO 
I Acetaldehyde 

CODH 
Pyruvic acid 

The enzyme prepared from yeast, is a diphospho thiamine magnesium 
protein, which in alkaline solutions dissociates into a specific protein and 
diphosphothiamiiie (pyrophosphate ester of vitamin Bj). The coenzyme 
was discovered by Auhagen,^^’* and Lohmann and Schuster^^^ demonstrated 
its vitamin character. Divalent manganese or cobalt can replace^®® mag- 
nesium without loss of activity. The yeast enzyme is active with pyruvic 
and oxalacetic acids, but is inactive with a-ketoglutaric acid. 

The plant type of carboxylase has been considered absent from animal 
tissues, but Evans and his collejigiii-^’"'’' have shown that pigeon liver 
contains an enzyme which decarboxylates oxalacetic acid to pyruvic acid 
and CD2: 

COOH CH2 C.O COOH;^ CHb C :0 COOH + CO2 

C. Neuberg and L. Kerezag, Biorhem. Ztschr., SB: BB, 1911. 

D. E. Green, D. E. Herbert, and J. F. Subrokraanycam, J. Biol. Chem., 13B: 327, 1941. 

F. Kubowitz and W. Luttgens, Biorhem. Zlachr., 3D7 : 107, 1941. 

E. Auhagen, Ztsrhr. f. physiol, rhein. (Hoppe Scyler*s), 204: 149, 1932; 209: 20, 1932; 
Biochem. Ztsthr., 2B7: 32, 1932. 

K. Lohmann and P. Sehuster, 294: 188, 1937. 

M. G. Vorhaus, R. R. Williams, and R. E. Waterman, J.A.M.A., 196 : 1580, 1935. 

E. Af Evans, Jr., B, Vennesland, and L. Slotin, J. Biol. Chem., 147 ; 771, 1943. 
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The AF for this reaction^ for ionic reactants, is 5.25 Cah and the equilibrium 
constant is 4.9 X 10*. This means that the equilibrium is far to the right, 
but the reaction is reversible, as they have shown with the use of CO2 which 
contained radioactive carbon of atomic weight 11. One may calculate 
that at 0. 01 M pyruvate and 0. 02 M NaHCOg, the equilibrium concentration 
of oxalacetate is 1 X 10"“ M. 

That other types of dccarboxylating enzymes are present in animal 
tissues is clear from Green’s preparations’*’ with pig heart. He found a 
diphospho thiamine protein which is inactive with oxalacetic acid but acts 
□n a-ketoglutaric acid forming succinic semialdehyde: 

COOH CH2 CH2 C:0 COOH;:±COOH CII, CII2 CHO + CO2. 

With pyruvic acid, CO2 and acetylmethylcarbiriol were formed: 

2CH3 G:0 coon ^ CH3 CO CHOH CHs + 2GO2 

Pyruvic acid is formed in nearly all cells and tissues, and may be formed 
in many cases cither aerobically or anaerobically. There are probably 
several mechanisms for the formation of pyruvic acid, but the scheme shown 
in the diagram below is probably a fairly well established nieclianism. 
This scheme is the result of the work of many people, notably Embden, 
Parnas, Meyerhof, Cori, Lohmann, and Warburg. Several recent reviews 
of this scheme have been published,^*® and here the scheme will be presented 
diagrammatically. 

1. Oxidative Decarboxylation.^*®" — Barron,’*'’ working with C/onococci, 
had discovered that pyruvic acid could undergo aerobic decarboxylation: 

CHa CO COOH + >^02 CII3COOH + CO2. 

Lipmann’** has shown that Lactobacillus delbriickii carried out the same 
reaction, and that active extracts could be prepared from vacuum-dried 
bacteria. Lipmann showed that the complete system required at least the 
following: 1, Specific protein or proteins; 2. diphosphothiainine; 3. Mg++, 
Mn"*""*", or Co++; 4. inorganic phosphate; 5. alloxazine-adenine dinucleotide. 

The mechanism of the oxidation of acetate has long been a mystery. 
Recently, Slade and Werkman’*”" have shown, by the use of the heavy carbon 
isotope, that the bacterium, Aerobacter indologmeSy can condense two acetic 
acid molecules to succinic acid: 

1). E. Green, W. W. Westcrfield, B. Vcnnesland, and W. E. Knox, J. Biol. Cheni., 145: 
69, 1942. 

(^. F. Corl, Cold Spring Harbor Symp., 7 : 261), 1939; H. M. Kalrknr, Chem. Rev., 2B: 
69, 1942. 

78, 1941; F. Lipmann, Advanres in Enzyiuology, 1: 9.9, 1941; 0. Meyerhof, Biol. Symp., 5: 
141, 1941. 

138a Pop excellent review, see S. Ochoa, in E. A. Evans, The Biological Action of the 
Vitamins: ITniv. of f’hicago Press, 1942, and F. Lipmann, l^old Spring Harbor Symp., 7 ; 248, 
1939. 

E. S. G. Barron and H. C. Miller, J. Biol. Chem., 97 : 691, 1932. 

jj, I). Slade and G, H, Werkman, Arch, Biochem., 2 : 97, 1943. 
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Some steps omitted; adenylic acid system and enzymes omitted. 
See O. Meyerhof, Biol. Symp., 6 : 141, 1941. 
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-2H 

CH3COOH > CH2COOH 

+ I 

CII,COOH< CH2COOH 

+2H 

The detailed mechanism is unknown, and may involve intcilmediates. The 
acetate may, then, be oxidized as succinate by one of several mechanisms. 

Peters^^“ had shown that in vitamin Bi-deficient pigeons, pyruvic acid 
accumulated in the blood stream, and that upon administration of vitamin 
Bi, the pyruvate disappeared. Further, he showed that vitamin Bi 
(thiamine) would maintain or increase the respiratory rate of preparations 



Fiq. 42. — Effect of increasing con- Fig. 43. — Effect of phosphate (D.OS 

centrations of added cocarboxylase on M), fumarate (0.005 M), and adenylic 

the rate of oxidation of pyruvic acid in acid [0. 00014 M) on the oxidation of 

dispersions of brain from thiamine- pyruvic acid by dialyzed dispersions of 

deficient pigeons at SB^C. (From I. normal pigeon brain, with optimal con- 

Banga, S. Ochoa, and R. A. Peters, centrations of Mg'*"'' and diphosphothia- 

Biochem. J., 33: 1109, 1039.) mine. (From I. Banga, S. Ochoa, and R. 

A. Peters, Biochem. J., 33: 1140, 1930.) 

of pigeon brain from vitamin Bi-deficient birds, when pyruvate or lactate 
was the respiratory substrate. Ochoa and Peters^^““ showed that the pigeon 
brain would synthesize diphosphothiamine from H 3 PO 4 and thiamine, and 
that it was the diphosphoderivative which was active in the enzyme systems 
(see Fig. 42). In pigeon brain preparations, the oxidation of pyruvate is 
not complete, but proceeds beyond acetate. The activity of this system 
requires not only specific proteins, iiiorgiiiiii* phosphate, diphosphothiamine, 
Mg"*^, or Mn"*""^, but also a dicarboxylic four-carbon acid and adenylic acid 
or its phosphate esters.' This is illustrated in Fig, 43. 

i«“R. A. Peters, Lancet, 230: llBB, 193B. 

S. Ochoa and R. A. Peters, Biochem. J., 136: B37, 1938. 
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2 . Four-carbon Dicarboxylic Acids. — Szent-Gyrirgyi^^^ proposed that 
dicarboxylic four-carbon acids jdaycd a catalytic role in cellular respiration. 
The evidence upon which this was based consisted of two parts; 

1 . Malonic acid is known to inhibit succinic dehydrogenase, the enzyme 
which oxidizes succinic acid to fumaric acid; and the respiration of many 
tissues, particularly pigeon breast muscle, is inhibited by malonic acid. 
Fumaric, but not succinic, acid can overcome the inhibition of malonic acid. 

2 . Low concentrations of fumaric acid will cause a marked increase or 
maintenance of respiration of pigeon breast muscle, ami the extra oxygen 
consumed is much greater than would account for complete oxidation of 
the fumarate to CO2 and H2O 

In the Szent-Gy drgyi scheme a four-carbon acid (oxalacetate) at one end 
of the cycle was presumed to be reduced to malate by receiving hydrogen 
from a substrate, and the hydrogen was then passed through the cycle of 
four-carbon acids by way of succinate to cytochrome c and the cycle was 
regenerated. There is considerable question about the validity of the 
Szent-Gyorgyi cycle, and it has been reviewed by Stare and Baumann, 
Elliott, and adversely by BalP^^ and Potter. The significance of 
Szent-Gyorgyi’s work has not been in the particular cycle he proposed, but 
in his pointing out the catalytic activity of the four-carbon dicarboxylic 
acids. The recent experiments from Cori’s laboratory^^“’^^^ seem to show 
clearly that succinic acid acts catalytically in the oxidation of glucose and 
pyruvic acid. A particular mechanism in which these acids may act 
catalytically is the Krebs cycle. 

3 . Krebs Tricarboxylic Acid Cycle. — We have seen that neither the 
carboxylase system of yeast, nor the aerobic decarboxylation mechanism of 
bacteria will account for the complete oxidation of pyruvic and lactic acids, 
or of trioses to CO2 and H2O. Yet complete oxidation of these compounds 
does occur in virtually all cells. The most original and fruitful approach 
to this problem has been that of Krebs, in what he calls the tricarboxylic 
acid cycle. While some of the details of the original Krebs cycle may not 
be generally valid, the fundamental idea, that pyruvic acid is oxidized by 
synthesis to a larger molecule, and then by stepwise oxidation and decar- 
boxylation to CO2 and H2O, is probably valid. For reviews of the Krebs 
cycle, refer to Evans^^® and Krebs. 

A. Szent-Gyorgyi, On Oxidation, Fermentation, Vitamins, Health and Disease: Williams 
and Wilkins, Baltimore, 1930. 

F. J. Stare and A. Baumann, Cold Spring Harbor Symp., 1 : 227, 1039. 

1^3 K. A. n. Elliott, Physiol. Rev., 21 : 267, 1041. 

E. Ball, Cold Spring Harbor Symp., 7: 100, 1930. 

146 V. R. Potter, Medicine, 19: 441, 1940. 

S. P. Colowirk, M. S. Welch, and C. F. Cori, J. Biol. Chern., 136: 359, 1940. 

147 S. P. Uolowiek, H. M. Kalckar, and G. F. Cori, ibid., 137: 343, 1941. 

14® E. A. Evans, in A Symposium on Respiratory Enzymes: ITniv. of Wisconsin Press, 1942; 
Bull. Johns Hopkins Hospital, 69: 225, 1941. 

148 H. A. Krebs, Recent Adv. Enzymology, 3: 191, 1043. 
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Krebs and Johnson, in a study of pigeon breast muscle, discovered a 
reaction between fumarate and pyruvate which occurred in the presence of 

0.025 M malonate: 


1 . Pyruvate + fumarate + 2O2 ^succinate + 3CO2 + H2O. 


Since malonic acid inhibits the succinic dehydrogenase, the succinate could 
not have been produced through the reduction of fumaric acid. Further, 
the oxidation of pyruvate was inhibited when malonic acid was added in 
the absence of added fumarate; but, upon the addition of fumarate, each 
molecule brought about the oxidation of one molecule of pyruvate. If 
malonate is absent, succinate does not accumulate, but is oxidized to fuma- 
rate, and the reaction continues: 


2 . Succinate + 3^02 


surrinic dehydrogenase 
ey t D ehr om e system 


fumarate + II2O. 


Adding equations 1 and 2 gives 

3 . Pyruvate + 2}^02“>3C02 + 2H2O. 


This is the equation for the complete oxidation of pyruvate. 

In muscle poisoned with arseiiite, Krebs found that ])yruvate and 
fumarate gave rise quantitatively to a-kctoglutarate. Since it was known 
that the oxidation of citrate stops with a-ketoglutarate in the presence of 
arsenite, Krebs proposed that citrate is an intermediate in the oxidation of 
pyruvate. The evidence is as follows: 

1. Fumarate may be readily converted to oxalacetate by the enzymes 
fumarase and malico-dehydrogenasc, which are known to be present 
in muscle. 

2. Oxalacetate and pyruvate react anaerobically in pigeon muscle to 
form citrate and CO2. 

3 . Low concentrations of citrate act catalytically in the respiration of 
carbohydrates and pyruvate. 

4 . The rate of synthesis of citric acid, its conversion to «-ketoghitarate, 
and the rate of the degradation of the latter to succinate, are all high 
enough to account for the observed respiration. 


Krebs then summarized his cycle as follows: 


4 . 


a. pyruvate H- 2 oxalacetate + H2O 

b. citrate H- }' 2^^2 

c. cK-ketoglutarate + 

d. succinate + 32^)2 

e. fumarate + H20 

f. 2 malate + O2 


—> citrate + CO2 + malate 
— > cx-ketoglutarate + CO2 + H2O 
^succinate + CO2 

— > fumarate + II2O 

malate 

2 oxalacetate + 2II2O 


Adding 4 a .through 4 gives equation 3 , above. The oxalacetate pro- 


““ H. A. Krebs, and W. A. Johnson, Knzynjulogia, 4: 148, 1937. 



Chap. 28] 


THE ORIGIN OF PARR ON DIOXIDE 


427 


iluced in 4f can react with another molecule of pyruvate and go through 
the cycle again. Each turnover of the cycle will then completely oxidizt' 
one molecule of pyruvate to CO 2 and II2O. 

Krebs has emphasized that he has omitteil coeiizymes and intermerliates. 
Inspection of the formulsc of the compounds would suggest intermediates in 
reactions 4a and 4b, particularly. It is very likely that some of the com- 
pounds are phosphorylated during the course of the reactions. Krebs has 
shown that all the above reactions do occur in pigeon muscle, and at suffi- 
ciently high rates to account for the rate of respiration. 

The chief criticisms of the Krebs cycle revolve around two points: 1. Its 
general validity; 2. the role of citric acid. 

Smythe^^^ has shown that the above scheme will account for the respira- 
tion of pyruvate in pig heart muscle. For other tissues, direct evidence 
is not available. 

Evans^®^ has shown that, in pigeon liver, pyruvic acid can be oxidized 
in the presence of malonate without the addition of four-carbon-di carboxylic 
acids. The probable explanation of this reaction is the origin of oxalacetic 
acid from pyruvic acid and CO 2 by the Wood and Workman reaction: 

5 . CD2 + rH, rO COOH ^ COOH CII2 c o coon 

Oxalacetic acid 

Krebs and Eggleston have shown that pyruvate is oxidized more rapidly 
in a bicaTrbonate/r02 medium, than in a saline/phosphate medium. They 
proposed that oxalacetate was produced according to equation 5. 

Evans and Slotin,^®^ using the radioactive carbon isotope eCn, have 
shown that pigeon liver may synthesize a-ketoglutarate from pyruvic acid 
and CO 2 , for the isolated a-ketoglutarate contained radioactive carbon, 
when the latter was initially present only as CO 2 . Since a similar reaction 
did not occur with pigeon muscle, the radioactivity of the cx-ketoglutarate 
could not be attributed to exchange reactions. Evans and Slotin consider 
it probable that CO 2 is fixed by carboxylation of pyruvate. If, however, 
the a-ketoglutarate is formed from oxalacetate and pyruvate by way of 
symmetrical citrate, of the radioactivity should be in the carboxyl 
adjacent to the carbonyl group and in the distal carboxyl group. When 
rt-ketoglutarate is degraded to succinic acid, it is the carboxyl group adjacent 
to the carbonyl which is lost as CD 2 , and Evans found that all the radio- 
activity came off in the CO 2 ; the succinate had none. Thus, in pigeon liver, 
a!-ketDglutarate is not formed by way of citrate. 

Wood and his colleagues^^® have studied the same problem using the 
heavy carbon isotope eCis. In every detail they have confirmed Evans and 

D. H. Smythe, Biochem. J. 34: lf)46, 104D. 

E. A. Evans, ibid., 34: 829, 1940. 

H. A. Krebs and L. V. Eggleston, ibid., 34: 1383, 1940. 

E. A. Evans and L. Slotin, J. Biol. Them., 141 : 43.9, 1941. 

H. G. Wood and C. H. Werkman, A. Hemingway and A. 0. Nier, J. Biul. Chem., 142: 
31, 1942. 



Decarboxtiation Cycle 


428 


THE RESPIRATION OF CELLS AND TISSUES 


pa 

o 

o 

u 

U" 


o 

u 


pa 

o 

o 

u 

pa- 

u 

u 

W 

o 

o 

u 


■■5 9 . 

■p ffi 
o 

4- 

ca I 


O 


pa 

o 

o 

u 


pa 

o 

o 

u 

pa 

o 

^pa 

u 

pa 

u- 

pa 

o 

o 

u 


pa’o'^ 

0.2^ 

O 

u 


pa 

-u 


q 

pa 

+ 


o 

u 

+ 


+ 


■^O 

Q 

u 

6 

u 


pa 

o 

o 

u 


pa 
o 
o 
u 

pa 

pa ^ 

U— u 

pa 

o 

o 

u 


eS K 
1 + 


>» 




pa 

o 

o 

u 

6 

u 

pa 

u 


Pa 
o 
o 
u 

pa 

u 

.'S si 

« o 
l+V 


pa pa 
u— u 


o O 

•01 u 

CO . 

U ^ 
2 O 

gpa T 
■SS 2 

rt P ^ 
U U A 


pa 

o 

o 

u 

pa 

u 




I 

a 


opa 

-.pa 

u 

pa 

o 

o 

u 


pa 

o 

o 

u 

a 

u 

pa 

u 

pa 

o 

o 

u 


sq 

.2^ 

I 

1+ 


■p 

p 

a 


pa 

o 

o 

u 


5 

Cm 

0° g 
UJJH S 

+ 


o 

\D1 


pa 

o 

o 

u 

pa 

u 

pa 

o 

pa 

“U 

pa 

o 

o 

u 


[Scr. B 


CHj CO COOH + ai-zOj -. 3CO2 + aHzO 



Chap. 2B] 


THE ORIGIN OF CARBON DIOXIDE 


429 

Slotin. They have proposed a mechanism of the decarboxylation cycle for 
pigeon liver, which is rcproiliiced here (as a diagram). This mechanism is 
provisional, and may not be correct in all its details. It is iiil ercNl iiig to 
note that Krebs and Johnson^*’® have shown that isocitric and cis-aconitic 
acids are as rapidly oxidized by muscle as is citric acid. It is possible that 
citric acid is not on the main path of the cycle, but is produced by side 
reactions. Krebs and Johnson have ])ointed out that BacAUus coH and yeast 
do not oxidize citric a[dd. 

Even though it may turn out that citrate is not an intermediate for 
pigeon muscle, Krebs’ experimental results stand, and to Krebs should 
go the credit for initiating this field of research. 

A. Krebs and W. A. Jidiiisuii, Enzymfdf)j;ia, 4: 148, 1937. 
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THE RELATION BETWEEN FERMENTA 
TIDN AND RESPIRATION 


1. The Common Pathway. — Ji has long been believed that the first 
steps of' earboliy [Irate degradaLion were common to respiration and fer- 
mentation. In part, this is certainly true. The phosphorylation of starch 
or glycogen is a process common to both types of metabolism. In addition, 
such substances as glyceraldchyde phosphate, pyruvic acid, and in plants 
acetaldehyde, are rapidly oxidized; the first two of these are intermediates 
ill lactic acid fermentation and all three in alcoholic fermentation. How- 
ever, glucose may be respired without previous degradation in fermentative 
reactions, for Warburg and Christian have shown that glucose-B-phos- 
phate may be oxidized to phosphoglu conic acid, and that the phospho- 
gluconic acid can be oxidized with the absorption of 2^2 mols. of O 2 and the 
liberation of 2.7 mols. of CO 2 , presumably to a three-carbon compound. 
Thus, a mechanism must exist for the degradation of glucose to three-carbon 
compounds by stepwise oxidation. 

The view that glucose may be oxidized by a nonfermentative pathway 
was strengthened by the results of Limdsgaard^®^ with iodoacetic acid- 
poisoned muscle and yeast, where tlie glycolysis or fermentation was 
poisoned, but respiration continued. Shoor*'’^’ and Stannard^®“ have shown 
that with low concentrations (1D“^ to M) of iodoacetic acid, glycolysis 
may be inhibited without a decreased rate of carbohydrate oxidation. 
Since glyceraldehydephosphatc dehydrogenase is poisoned by low concen- 
trations of iodoacetic acid, the respiration in the presence of the poison may 
not proceed by the Meyerhof scheme shown on p. 423. 

2. The Pasteur Effect. — The cells of many organisms contain complete 
enzymes for the fermentative and oxidative degradation of sugars. How- 
ever, Pasteur discovered that in yeasts the rate of fermentation was much 
lower in air than in nitrogen. Pfeffer and Pfluger believed the lower rate 
of fermentation in air was due to the oxidative removal of the end products. 
This explanation is inadequate, because in many organisms the enzymes of 
fermentation may produce the end products far more rapidly than the 

0. Wari)urg and W. Christian, BioL-liein. Ztachr., 254: 438, 193i2; 2B7 : 291, 1.93B; 292: 
287, 1937. 

E. Lundsgaard, ibid., 217 : 1B2, 1930; 220: 1, 1930. 

E. Sh[Hir, Ciild Spring Harbor Symp., 7 : 323, 1939. 

J. N. Stiinnard, Am. J. Physiol., 119: 408, 1,937. 
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maximum rate of their oxidation. In other words, the presence of air, or a 
normal respiration, serves to suppress or completely inhibit the fermentative 
mechanism, and this is known as the “Pasteur effect.” 

The effect may be seen clearly wlien animal tissues are poisoner! with 
ethyl carbylamine, for this poison docs not inhibit the oxygen consumption 
Dr the fermentation, but does poison the Pasteur mechanism, so that, in 
poisoned cells, both fermentation and respiration occur simultaneously at 
their maximum rates. 

That the Pasteur effect can be considered a regulalory mechanism may 
be seen, when it is realized that the fermentation of one mole of glucose to 
lactic acid liberates 54 Cal., while the oxidation of one mole of glucose to 
CO 2 and H 2 O yields about 70 D Cals. Thus, far more energy is available 
from a given amount of sugar by respiration than from fermentation, and 
the suppression of fermentation, when oxygen is available, is an economy for 
the organism. The Pasteur effect is widespread, for it occurs in yeast, some 
bacteria, some higher plants, and in vertebrates. 

d). Oxidative resynthesis . — There have been several explanations of the 
mechanism of the Pasteur effect. The one proposed by Meyerhof^ is 
known as the oxidative resynthesis theory. Meyerhof initially proposed 
that lactic acid produced in nitrogen is removed aerobically, partially by 
resynthesis to carbohydrate and partially by oxidation to CO 2 and H 2 O. 

CbHi20b->2C3H603; ^F = -54 Cal. 

CaHsOa + 3 O 2 — >3CD2 “h 3 H 2 O; Af = — 316 Cal. 

CoHiaOe; AF = +54 Cal. 

It is clear that sufficient energy is available by the oxidation of 1 molecule 
of lactic acid to resynthesize about 12 molecules of lactic acid to 
carbohydrate, provided some mechanism exists for coupling the energy 
liberated in oxidation to the resynthesis. Meyerhof found that between 
4 and 5 molecules of lactic acid are synthesized for each molecule 
oxidized. Meyerhof^ has pointed out that it need not necessarily be 
lactic acid which is oxidized, since the oxidation of an equivalent amount 
of carbohydrate would be equally as consistent with the data, and the 
material resynthesized may be a precursor of lactic acid. There is a 
considerable amount of experimental data which supports the resynthesis 
theory, but perhaps none of it is absolutely critical. 

In brewer’s and baker’s yeast, the rate of CO 2 production is greater 
in nitrogen than in air, and resynthesis of the alcohol to carbohydrate could 
not explain the decreased CO 2 production in air, Meyerhof proposed 
that in yeast, some three-carbon intermediate is resynthesized. Black- 


K, C. Dixon, Biol. Rev., 12: 431, 1935. 
iBz O. Warburg, Biochein. Ztschr., 172 : 432, 1.923. 

0. Meyerhof, Chemisrhe Vorgange im Muskel: Springer, Berlin, 1930. 

O. Meyerhof, in A Symposium on Respiratory Enzymes: Univ. of Wisconsin Press, 1942. 
Includes the free energy of neutralization of the lactic acid. 
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proposed essentially the same scheme to exjilaiii the relation between 
fermentation and respiration in apples. 

Meyerhof has proposed a ipiotient to measure the effect of respiration 
in inhibiting fermentation: 

, , , „ mols. of lactic acid in N2 — mols. of lactic aciil in air 

Meyerh[)l quotient = . — , 

mols. ot U2 respired 

The quotient for many tissues lies between 1 and 2 . The quotient is often 
expressed in terms of glucose, and then each molecule of glucose oxidized 
prevents the fermentation of 3-6 molecules of glucose. 

If respiration is inhibited by HCN, NaNa, or fU), fermentation occurs 
in air, and, often, at very nearly the maximum rate. In peas,^®® 11)“^ M 
II CN d oes not inhibit respiration, but does inhibit the Pasteur effect, so 
that aerobic fermentation occurs. Similarly, ethyl carbylamine^®^ poisons 
the Paslour effect in mammalian cancer. The Pasteur effect in yeast and 
in mammalian tissues^ is more sensitive to CO than is respiration. La- 
ser^ has also found that lowered O2 tensions which do not inhibit respiration, 
induce fermentation. The situation outlined above need not be universal, 
as Marsh and Goddard^^“ were unable to induce aerobic fermentation in 
carrot root tissue (which has a good Pasteur mechanism), with IICN, NaN 3, 
or lowered O2 tensions, unless a respiratory inhibition of over 45 per cent 
occurred. Kempner^^^ has shown that, in goose crythroblasts, the respira- 
tion may fall to J3 the aerobic rate in 3.8 volume per cent O21 without 
increase in the rate of glycolysis. Similar results have been obtained with 
bone marrow by Warren. 

fj). Pasieur enzyme. — ^Tipmann*^'' does not accept Meyerhof’s resynthesis 
tliLMiry. Lipmann believes that fernieiitation is inhibited by oxygen, but not 
through the respiratory mechanism. Stern,^^^ realizing that the relative 
affinity for Ct) in competition with O 2 of the Pasteur meelianism was greater 
than that of cytochrome oxidase, decided to demonstrate the existence of a 
Pasteur agent or enzyme. Working with rat retina, lie has poisoned the 
Pasteur effect with CO, and then determined the relative photochemical absorp- 
tion speeLrum by relieving the inhibition with various known wave-lengths of 
light. The respiration of rat retina is not inhibited by CO, so he compared the 
spectrum he obtained with that which Melnick^^^ obtained on extracts of rat 

V. F. Blackman, Proc. Roy. Hoc., London, B IDS : 412, 1.928. 

^"'’L. Genevois, Bioeheiii. Zlschr., 191; II), 1.927. 

1). Warburg, Biocheni. Ztsehr., 172; 432, 192S. 

0. Warburg, ibid., 189: 354, 1927. 

II. Laser, Biochem. J., 31 : 1B71, 1877, 1932. 

171) p. B. Marsh and D. R. Goddard, Am. J. Bot., 2B: 767, 1939. 

171 W. Kempner, J. Fell. & C’omp. Physiol., ID: 339, 1937. 

172 F. 0. Warren, ibid., 19: 193, 1942. 

173 F. Lipmann, Biochem. Ztschr., 265: 1.33, 1933, and in A Symposium on Respiratory 
Enzymes: Univ. of Wisconsin Press, 1942. 

174 K. G. Stern and J. Melnick, J. Biol. Fhem., 139: 301, 1941. 

17‘‘ J. Melnick, Science, 94 : 118, 1941. 
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heart cytochrome oxidase. These spectra are given in Table XXXIX. It will 
be seen that the Pasteur enzyme differs from cytochrome oxidase in the position 
of two bands. Then, evidence for the existence of the Pasteur enzyme is: 
1. It combines with ethyl earbylamine, HCN, and CO; 2. its spectrum differs 
slightly from that of cytochrome oxidase; 3. its relative affinity for CO in 
relation to O 2 is greater than that of cytochrome oxidase. Stern believes the 
Pasteur enzyme is a phaeoliemin. Meliiick,^^® in Stern's laboratory, has simi- 
larly determined the photochemical absorption spectra of botli CO-cytochroine 
oxidase and the Pasteur enzyme in baker’s yeast. The spectra are identical 
at 3 of the bands, but there is an absorption at 5B0 m/x in the oxidase which 
is a little greater than in Pasteur enzyme. Tlie evidence for the existence 
of a Pasteur enzyme is not too strong. If such an enzyme exists, the mechanism 
by which it prevents fermentation is not known, except that it requires molecular 
oxygen for the effect. These results of Stern and Melnick need not necessarily 
be inconsistent with Meyerhof’s resynthesis theory. 

J. Melnick, J. Biol, (lieiii., 141; 2B9, 1D41. 
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THE UTILIZATION OF LIBERATED 

ENERGY 


1 - Assimilation. — It is clear that the synthetic powers of living cells 
are very great, and this becomes strikingly illustrated when one realizes that 
many bacteria and fungi may grow rapidly on inorganic salt solutions to 
which a single organic carbon compound has been added, such as acetate, 
propionate, pyruvate, glucose, etc. In many of the synthetic reactions of 
growth an increase in free energy occurs, and such reactions may only occur 
if they are coupled with an oxidative reaction furnishing the energy deficit. 
Thus, one carbon compound must then furnish the energy source as well 
as the carbon for the synthesis. Oxidative assimilation may seem much 
more striking in plants than in animal cells, but animal cells also possess 
such synthetic ability. This may be illustrateil by the conversion of carbo- 
hydrates to fats, for the potential energy of the fat is much higher than that 
of the starting material. The difference must be furnished by energy 
liberated in cellular oxidation of part of the carbohydrate. 

The efficiency of the assimilation may at times be high. (Toddartl^'^’ 
found that the fungus Trichophyton degratled [).B25 ing. of protein and 1.0 
mg. of glucose ff)r each mg. increase in dry weight over a period of 6 days. 
The Japanese workers have conducted many experiments on the ratio of 
the carbon source oxidized to amount assimilated for the fungus Aupvrijillwa. 
These results have been summarized by Tamiya.^"^*^ Barnell’^^^ has shown 
that, during the germination of barley seedlings, J 3 of the stored glucose is 
oxidized while ^3 is assimilated. 

It had long been known that oxidative assimilation occurred in growing 
cells, but it had been generally assumed that such assimilation did not occur 
in nonproliferatirig cells. Barker^”® first clearly showed that oxidative 
assimilation may occur in nongrowing cells, with a fixed ratio between the 
substrate, oxidized to C 02 andll 20 , and that assimilated. Working with the 
colorless alga. Prototheca, he showed that, in short-period manomctric 
experiments, the O 2 consumption fell to the low endogenous rate when the 
total Da uptake and CO 2 liberation were only 3 ^^ of the calculated value for 


D. R. (loddaril, J. Tnfeul. Dis., 64: 149, 1934. 

H. Tamiya, Rcfcnt Adv. EnzymolDgy, 2; 183, 1.142. 

II. R. Barnell, Prou. Ray. Soc., London, B 123 : 321, 1937. 
A. Barker, J. Cell. & Comp. Physiol., B: 231, 1936. 
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the complete oxidation of acetate, and he recovered the rest of the carbon in 
the cells. He has been able to show that a large variety of substrates are 
assimilated in fixed ratios with their oxidation; in all cases the assimilated 
material corresponded to Cn20, and is probably glycogen. The acetate 
experiment may be summarized as follows: 

BCH3COOH + 502 ^ 6CO2 + f)H20 + (( H20 )b. 

Clifton and Logan have also found that Escherichia coJi likewise assimi- 
lates fixed ratios of the various carbon conipounrls furnished it. In unpoi- 
soned cells, the coupling between oxidation and synthesis seems to be 
obligatory, and the ratio of material oxidized to that synthesized is constant 
over a wide range of concentrations. Clifton, and Clifton and Logan 
have been able to separate this coupling by poisoning the cells with D.[)D 25 
M NaNa or [).[) 0 n 5 M dinitroplieiiol. The poisoned cells oxidize the sub- 
strate completely to C[)2 and H2(). Schade and Thimaniri*^^ have shown 
that the fungus Lej)tnmitus assimilated J3 of its acetate and oxidized 
Jlenoy and Elliott'**^ have shown that slices of rat liver synthesize carbo- 
hydrates from added pyruvate and lactate, while rat kidney cortex forms 
carbohydrates in addition from alanine, fumarate, sueeinate, and nialeatc. 

Winzler and Baumberger^^^ have followeil the heat production by yeast 
ill a microealorimeter. They have found that aerobically, when the rate 
of heat production falls to the endogenous rate, the glucose has all disap- 
peared from themetlium, but only J4 of the expected heat has been liberated; 
34 of the glucose has been assimilated. Similar results were obtained with 
Na acetate, but here ^5 of the acetate has been assimilated. They have also 
shown that glucose may be assimilated under anaerobic conditions. They 
have calculated the efficiency of the synthesis on the assumption that the 
synthesized product is glycogen, using the relation: 

_ free energy used in synthesis 

total free energy made available in breakdown 

For the aerobic assimilation of glucose they find an efficiency of 2.88 per 
cent, for anaerobic assimilation 4 .B 2 per cent, and for the aerobic assimilation 
of sodium acetate 12.2 per cent. Van NicF*^® has measured the anaerobic 
assimilation in yeast by the manometric technic and obtainerl results in 
excellent agreement with Winzler and Baumberger. 

This widespread oxidative assimilation must be at the very basis of the 
chemistry of growth, and the fundamental problem of how the energy 
coupling occurs has not been solved. However, two suggestive mechanisms 
may now be examined. 

181 r. K. tnifton nnd W. A. Logim, J. Bar t., 37: 5ii3, 

182 r. E. riiflDn, Enzymolo^fifi, 4: 246, 1937. 

1 *’’ Sdinde and K. II. Thimanu, Am. J. Bat., 27: 959, 1949. 

184 M. V. Benoy and A. V. Elliott, Biofhom. J., 31: 1298, 1937. 

18“ R. J. Winzhr and J. P. Baumbergpr, J. C^ell & Comp. Physiol., 12: 183, 1938. 

18® C. B. Van Niel and E, H, Anderson, J. Cell. & Comp. Physiol., 17 : 49, 1941. 
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2. Energetic Coupling. — The statement is sometimes made that the 
outlines of the problem of cellular respiration are clearly understood. This 
statement has a limited validity if one refers only to the mechanism of the 
oxidation of carbohydrates. The central problem of cellular respiration — 
the mechanism of using the energy liberated in oxidation for the work of 
the cell is a virtual mystery. Cells use the energy in many ways, in con- 
traction, cyclosis, synthesis, secretion, ion accumulation, transmission of 
nerve impulses, etc. In no single case has an adequate explanation of the 
mechanism of the energetic coupling between the energy liberating reaction 
and the cellular machinery, been given. 

a). Oxidation-reduction coupling . — It will be recalled that the equation 
for the potential of a reversible oxidation-reduction system is; 


Eh = E„ + 2.3 D3 


RT 

(Red.) ~ F 


( 1 ) 


where Eh is the observed potential; R = gas constant; T = absfdute tem- 
perature; F = Faraday constant; and n = number of electrons involved in 
the oxidation (Sec. 1, chap. 4). 

Eh = E„ under standard conditions (25° C.: unit activities; pll = [).D) 
when (Ox.) = (Red.); that is, Eo, is a constant for each substance. Table 
XL summarizes some values of biologically important systems. 


Table XL. — The Valiteh of Some Bioloui[’ally Important Systems at pH = 7.D 



Sy.stem 

E[, volts 

T°[\ 

llof) 

Ferro oxidase 

,1^02 + ZHi- + 2t' 

Fcrri oxidnsc + e 

9 815 

? 

25 

Ferro cytochrome a 

Ferri cytochrome a e 

D 2D(.?) 

25 

Ferro cytochrome r 

Ferri cytochrome c e 

n 26 

25 

Ferro cylochroiiie h ... 

Ferri cytochrome h e 

-0 94(.^) 

25 

Succinate 

Fumarate -f- 2H''' -|- 2c 

-0 ()2fi 

25 

Reduced flavin enzyme 

Flavin enzyme 

-[) 1)63 

38 

Malate 

Dxalaretale -|- 2IT^ -|- 
2c 

Pyruvate 

-[).1D2 

37 

Lactate 

-[) 180 

35 

Alcohol. 

Acetaldehyde -|- 211“'^ + 

2c 

-0 191) 

30 

jS-hy [Iroxybutyrate 

Aeetoacetate + 271^ -|- 
2 p 

-0 293 

38 

Reduccil coenzynie 1 

Poenzyme I -j- 2II ^ -f- 
2e 

-0 29 

30 

Ha 

2H+ -h 2 p 

-0 414 _ 

25 

Formate 

rOo + H 2 

-0 420 ’ 

38 


Data frurn E. S. (i. Barron, Physiol. Rev., 19: 184, Ann. Rev. Binrhem,, ID: 1, 1941. 
D. E. Green, Mechanism of Biological Oxidation: ITnivcrsily Press, Cambridge, 1041. 


At a fixed pH, say 7.0, the equation simplifies to: 


(2) 
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For binlogical purposes the value of at pH of 7.0 should be used in com- 
paring different systems; since, if the oxidation-reduction system is an acid 
with a pKo between —1 and 8 , the E[ may not be directly calculated by 
equation 1 , the more involved calculation is given by Michaelis.^**’ 

Unfortunately, the sign of the potentials used by the biochemists is 
opposite to the sign used by many physical chemists. In the biochemical 
terminology, a system positive to one below it will oxidize the lower 
system. 

The free energy change, AF, may be readily calculated from a knowledge 
of the potential: 

AF = nFAF, where n = the number of electrons involvL'il in the process. 

F = the Faraday, or 23.06(5 Cals, per volt. (3) 

AF = the change in potential in volts, where a decrease in potential is con- 
sidered negative; an increase, in potential positive. 

The free energy under standard conditions is given by 

AFo = nFFo, (4) 

We may illustrate the use of these equations, as follows: 

lactate ion ^ pyruvate ion + 2 II"'’ + 2 e 
F' = -0.180 volt (pll 7.0) 

AF = 2 X 23.066 X -0.180 = -8.304 Cal. [5) 

This means that the oxidation of 1 mol. of lactate ion to 1 mol. of pyruvate 
ion, in dilute aqueous solution at pH 7.0, and under such conditions that 
the potential does not change, yields —8.304 Cals. In practice, the poten- 
tial would change, unless the volume were infinitely large, or the lactate 
were constantly replaced and the formed pyruvate removed, as woulil occur 
under steady state conditions in living organisms. The reverse reaetion, 
the conversion of pyruvate to lactate, will not occur spontaneously, since 
AF is positive. 

H owever, Borsook and Schott^^® were able to reverse this reaction with 
toluene-treated Bacillus edi, using the energy furnished by the oxidation 
of formate: 

formate ion + H 2 O = IICO 7 + 2 H+ + 2 p 

F' = -D.41 volt (pH 7.0) ( 6 ) 

The bacteria contain enzymes which catalyze reactions (5) and (B). With- 
out the bacteria, no reaction between formate and lactate would occur: in 
addition a dye had to be added which would be oxidized by pyruvate and 
reduced by formate, and such dyes as janus green or methylene violet, 
whose F'’s = — 0 . 2 B, were satisfactory. The free energy changes are: 


^*^L. Michaelis, Oxidation Reduction Potentials: Lippincott, Philadelphia, 1930. 
H. Borsook and II. F. Schott, J. Biol, f’hern., 92 : 535, 539, 1931. 
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For the oxidation of formate AF = —18.91) Cal. 
For the reduction of pyruvate AF = + 8.304 Cal. 


Sum of the reactions AF = — 10.B9 Cal. 

Thus, the energy liberated in the oxidation of the formate was coupled to the 
synthesis of lacLate. 

H ow frequent this type of energy transfer is in the living cell is not 
known, but Green, Dewan, andLeloir^**® have been able to link the reduction 
of several substrates to the oxidation of jS-hydroxybutyratc, using diphos- 
phopyridine nucleotide as the carrier: 

<0-hydroxybutyrate + coenzyme I — aphydrogenasc ' aeetoacctate 

+ coenzyme I H 2 . (7) 

coenzyme I H 2 + pyruvate lactate + L-oenzyme I. (B) 

It is improbable that all steps in the oxidation of glucose by oxygen are 
equally able to furnish energy for the work of the cell. Th e energy liberated 
by those steps which are irreversible will be degraded as heat. Though we 
do not know the potential of cytoehrome oxidase, we may suppose it is 
intermediate between oxygen and cytochrome c. The reaction between 
t)xygen and the oxidase is presumably irrevervsible, since, if it were not, its 
reversal would mean the decoitiposition of water and the liberation of free 
oxygen. 

2 ferro-oxidase + J 2 O 2 + ^ ^ f erri-oxidase + H 2 O. (9) 

If we assume that Ihe reaction of molecular O 2 , cytochrome oxidase, and 
cytochrome c, is either irreversible or not coupled, we can calculate the 
amount of energy degraded as heat, as follows: 

3^02 + 2H+ + 2c = H 2 O; = 9.815 volts (pH 7.0). (ID) 

ferrocytochrome = ferri cytochrome + c; = 9.260 volt. (11) 

2 ferrocyto. + 2H'‘' + ^ 2^2 — ^ ^ ferrieyto. + H 2 O. (12) 


_ 2 X 0.821 + 2 X 0.260 

AF - ^ 

Af’ = -25.88 Cal. 


-0.561. 


This calculation is valid only at 1.0 atmos. O 2 pressure, and with the ratio 
of ferrieyto. to ferrocyto. = 1.0. Under more physiological conditions, 
say 0.01 atmos. of oxygen and a ratio of ferrieyto. to ferrocyto. of the 
I)otentials arc shifted as follows: 


For eq. 10, Eh = 0.785; 


: {eh = K 


TIT \ 

+ 2.303 log (p02)j 


For cq. 11, Eh = 0.201 (by equation 2). 

Foreq. 12, AE = - 0.502; AF = -23.16 Cal. 


D. E. (ireen, J. li. Duwan, and L. P. Leloir, Biochem. J., 31 : 934, 1937. 



440 


THE RESPIRATION OF CELLS AND TISSUES 


[Svc. fi 


Now the oxidation of a glucose molecule means the repetition of reaction 
(12) six times, or 138.9 Cal. are degraded as heat, and not available for 
useful work in the cell. Undoubtedly, other irreversible processes intervene 
below the cytochrome level and the complete oxidation of glucose to CO2 
and II2O. 

h). Transphosphorylatioji. — It has long been recognized that the phos- 
phorylation of sugars is an essential step in fermentation and glycolysis. 
More recently, it has been recognized that phosphate transf er occurs between 
various compounds in cells; and that phosphate transfer may play a funda- 
mental role in energetic coupling, the reader is referred to the stimulating 
articles of Kalckar^^“ and Lipmann.^^^ They have suggested that there are 
two groups of phosphate compounds, those in which the phosphate is bound 
ill an ester linkage to an alcohol or aldehyde, and in which the —AF of 
hydrolysis is only 1 to 3 Cal., anil those in which phosphate is bound to N, 
or to another F atom (pyrophosphates), or to a carboxyl group. We do 
not know the —AF of the hydrolysis of these bonds, but Lipmann and 
Kalckar estimate it at about 10 to 11 Cal. (Lipmann classifies this latter 
group as compounds with energy-rich phosphate bonds. The bond energy 
is not known, anti need not ef|iial the A/'’ of hydrolysis.) Both authors 
believe it probable that the energy liberated in oxi do-reductions is stored up 
in phosjihorylated compoiimls, and transferred from com])c)und to compound 
by the transfer of the phosphate. This sllgge^lion is extremely interesting, 
and may well become established. A word of caution here seems not out 
of place, '^rhe extremely stimulating ideas of Kalckar and Lipmann will 
Jiave served their purpose if they stimulate further work, particularly to 
evaluate the free energy changes iiivolveil in these phosphorylations and 
dephosphorylations, and in tying these processes into specific loci of cellular 
metabolism. The recent results obtained on muscle energetics, presented 
below, illustrate specifically how transphosph orylati on functions in energy 
transfer. 

When muscles contract, phosphoereatine is converted to creatine anil, 
the phosphate is bound to adenosine diphosphate, as fcdlows: 

creatine phosphate + adenosine diphosphate creatine 

+ adenosine triphosphate. (13) 

This reaction is reversible, and, since the equilibrium is near 1.0, the free 
energy change must be small. No enzyme is present in muscle which will 
hydrolyze creatine phosphate to creatine + H3FO4; but the adenosine 
triphosphate may return to diphosphate in either of two ways; 

a) , adenosine triphosphate + II2O adenosine diphosphate + H3PO4 

b) . glucose + adenosine triphosphate — > glucose- 5-phosphate 

+ adenosine diphosphate (14) 


M. Kalckar, t hem. Rev., 2B: 71, MiU. 

F. Lipmann, Advances in Kiizymidegy, 1 : 91), 1941. 
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Thus, a small amount of adenosine diphosphate may function catalytically 
in dcphosphorylating creatine jdiospliate. According to Meyerhof and 
Schultz, of* 14a is about —11.0 Cal., and 14b proceeds with a 
considerable evolution of heat. Jn recovery of the muscle, under cither 
anaerobic or aerobic conditions, the creatine phosphate is resynthesized. 

The mechanism of this resynthesis has long been in doubt, since the 
reversal of 14a or 14b seems to be impossible from energetic considerations. 
H □wever, the recent work of Negelein and Briimel,’'^® and of Warburg and 
Christian, has gone far toward answering this question. They have 
shown that adenosine triphosphate is synthesized from iiiorganic phosphate 
in a coupled reaction, in which phosphoglyceraldehyde is oxidized to phos- 
])lioglyi*i*ri(* acid: 


a) , phosphoglyceraldehyde + II 3 P 04 + coen. I — > diphosphogly eerie acid 

+ coen. I-H 2 - (15) 

b) . diphosphogly ceric acid + adenosine diphosphate phosphogly ceric 

acid + adenosine triphosphate. 


There is still some question as to the detailed steps of reaction 15a (see 
Meyerhof,^^^ but not of the reaction itself. Thus, the energy furnished in 
the oxidation is used in the synthesis of adenosine triphosphate, and the 
latter can transfer its phosphate by the reversal of reaction (13). The 
coenzyme may be reoxidized either aerobically or anaerobically; 


a). Aerobically: 


T XT I 1 cytDchromp system 

coen ITI 2 + y' 2^2 i ■ 

^ ^ ^ unknown ["amer 


coen, I + HjO. 


(16) 


b). Anaerobically: 


lartir 


cnen. I-II^ + pyruvate dehydragenale"^ ^ + lactate. 


There is reason to believe that phosphorylation is coupled to several 
other oxidations, particularly pyruvate to acetate;^®® and probably succinate 
to fumarate.^^*^'^®** That phosphorylation occurs vigorously during respira- 
tion of glucose and pyruvate seems clear from the experiments of Colowich, 
Welch, Kalckar, and Cori^®^ on minced kidney cortex. 

In the conversion of adenosine diphosphate to triphosphate by reaction 
with creatine phosphate, there is a transfer of energy. The only way this 
energy can be liberated is by the loss of the phosphate from adenosine tri- 
phosphate. This reaction is catalyzed by the enzyme adenosine tri- 


O. Meyerhof and W. Schultz, Biochem. Ztschr., 281: 202, 1935. 

Negelein and H. Brdmel, Biochem. Ztschr., 3D3: 132, 1930. 

194 Warburg and W. (Christian, ibid,, 3D3: 40, 1939. 

O. Meyerhof, Biol. Symp., 6; 141, 1941. 

F. J. Lipmann, Biol. Chem., 134; 463, 1940. 

V. A. Belitzer and E. T. Tsibrakova, Biokhiminga, 4: 518, 1939. 

P. Colowich, H. M. Kalckar, and C. F. Cori, J. Biol, (^.hein., 137: 343, 1940; S. P. 
Colowich, P. M. Welch, and C. F. Cori, ihid.^ 133; 3‘59, B41, 1940.' 
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phosphatase. If the hydrolysis were to occur in a random manner in the 
cell, we should expect the energy to be dissipated as heat. Now, Engel- 
hardt^®® has shown that myosin, the contractile protein of muscle, is itself 
the enzyme which brings about the hydrolysis of adenosine triphosphate. 
In this extremely interesting case, it appears d'rom Engelhardt’s results that 
the catalyst accepts the energy liberated by its substrate. Further, he has 
shown that when myosin threads are placed under tension, the addition of 
adenosine triphosphate results in a relaxation of the myosin, and an increase 
in length of 1.5 to 2.0 times. He has found no other substance which will 
replace adenosine triphosphate in this reaction. It now appears that the 
first biochemical reaction has been discovered which directly converts the 
potential energy of a chemical compound into mechanical work (see, further, 
Sec. 7, chap. 33). 

W. A. Engelhardt, Yale J. Biol. Med., 16: 21, 1942. 
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SUMMARY 


As one surveys our knowledge of cellular respiration, one is impressed 
by the number of different enzymes, coonzymes, and intermediates which 
are involved. The complexity of the metabolic engine, even in a tiny 
bacterial cell, is very great. The essential similarity in the mechanism from 
organism to organism is, however, striking and leads to a real unification 
of our knowledge. 

The stepwise degradation of the carbohydrate molecule with degradation 
of energy, by means of a series of reversible oxidation-reduction catalysts 
appears to be universal. The liberated energy is probably transferred and 
made available for cellular work, in a series of small packages. The mech- 
anism of energy transfer is far from settled, but two suggestive schemes 
have been proposed, by oxidation-reduction coupling and by energy transfer 
in transphosphorylation. 

The picture of cellular respiration is far from complete; certain areas 
are only roughly sketched in; certain regions are blank; and, in places, the 
picture as outlined may need repainting, for mistakes may have occurred 
in the penciled framework, and fine details still have to be added, even to the 
most finished parts of the work. There would appear to be plenty of 
opportunity for future research along many lines before our knowledge will 
approach that definiteness of major outline, fine detail, and clear perspective 
that constitutes the completed picture of a scientific solution. 
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GENERAL SURVEY OF CONTRACTILE 

TISSUES 


Of all types of protoplasm, the skeletal muscles epitomize best the 
phenomenon of contractility, and it is the stufly of muscles which has in 
the past extended, and is m[)st likely in the future to extend, our quantita- 
tive knowledge of this protoplasmic plienomenon. Nevertheless, it must 
not be supposed that muscles operate by any unique mechanism not repre- 
sented in other contractile tissues. The fundamental mechanism of con- 
traction is presumably the same in all tissues, but in muscles it is less 
obscured by other functions, such as digestion, absorption, and excretion, 
and it is easier to measure the forces developed, easier to observe the 
physical changes which occur, and easier to determine the chemical nature 
and quantities qf the reactants and end products of the chemical processes 
involved. From a qualitative point of view, however, the nature of con- 
tractility is very much illuminated by a preliminary survey of the phenome- 
non as it appears elsewhere in living cells. 

From a practical point of view, it is ridiculous to propose contractility 
as one of the fundamental characteristics of all living cells, when no obvious 
contraction can be demonstrated in many of them even by the most delicate 
means. Nevertheless, the type of physicochemical structure which is 
required for contractility is so similar in principle to the type of structure 
which is described for protoplasm in general, that the two subjects can 
hardly be discussed separately. Indeed, the best introduction to the study 
of contractility is to be found in recent discussions of the structure of 
protoplasm, ^'^_and this subject is presented elsewhere in this volume. It is 
sufficient here to point out that the foundation of these present concepts is a 
network of protein chains held together by cross linkages of hydrogen bonds 
or Van der Waals forces, if not by stronger valences. This network may 
make either a sol or a gel, depending upon the degree of folding of the 
protein chains and the strength of the cross linkages. Where the chains 
are all oriented together in a more orderly array, the structure becomes 
birefringent and may show visible fibrillae. Any stimulus which causes a 
folding of the protein chains or an increased aggregation will decrease the 

^ W. A. Seifriz, The Structure of Protoplasm. Momigraph of Am. Soc. Plant Physiol., 
Ames, Iowa, 1942. 

^ W. J. Schmidt, Die Doppelbreehung von Kiiryoplasma, Zytoplasma und Metaplasma: 
Berlin, 1937. 
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birefringence and cause a rearrangement of the material, or change of shape, 
which may be described as a contraction. The only truly essential require- 
ment for contraction, according to this point of view, is the partially unfolderl 
protein chain. The presence of visible fibrillae and double refraction proves 
only increased degrees of differentiation of the contractile machinery. 
These appear to represent merely the means whereby more and more con- 
tractile units can be packed into a given space. Finally, it may be that the 
development of cross striations is the last step in the same direction. Ber- 
nal® has argued that it is a manifestation of an alternately reversing spiral 
arnmg'‘ineiil of the fibrillae, resulting from the tightness with which they 
are packed together in the fiber. 

From the point of view of this general concept of contractility, the 
various types of contractile cells may now be examined. 

1. ProtoplaRniic Streaming. — This survey may well begin with those 
phenomena which are least definitely related to contractility, as we know it 
in muscles. Protoplasmic movement may be regarded as a common 
property of all cells, although it is not equally obvious in all. Some show 
protoplasmic streaming as in the stamen hairs of Tradescantia or the cyclosis 
in Elodea. In the slime moulds {Myxornycetejf) the whole protoplasmic 
mass is naked and unrestrained by a cell wall, and the streaming is accom- 
panied by progression of the whole organism. In other respects the phe- 
nomena are very similar. The direction of streaming reverses at regular 
intervals. This becomes most evident when the nn)vement is speeded up 
by moving pictures. Then the streaming takes on the appearance of a 
rhythmical contraction (Seifriz'^), similar in its time relations to that of 
smooth muscles. This contraction has been recorded by an ingenious 
method by Kamiya,® who opposed the movement by air pressure in a special 
apparatus and recorded thus the pressure developed by the contraction. 
It is not impossible, then, to attribute this phenomenon to the folding of long 
protein molecules forming the cyto.skeleton (Peters'*), or fibrillar reticulum 
of the plasmodium. These molecules would also account for the elasticity 
of these organisms as measured by Norris.^ 

For the phenomenon of protoplasmic streaming in Tradescantia, Kuhne,'* 
1864, advanced a similar explanation. According to him, the protoplasm 
is to be regarded as “creeping” about inside the cell wall like a slime mould. 
It is apparently not always easy, however, to establish the change of shape 


^ J. D. Bernal, Chapter in Perspectives in Biochemistry: University Press, Cambridge, 
England, 193R, p. 45. 

^ W. A. Seifriz, Scienre, B5: 397, 1937. 

® N. Kamiya, Chapter in The Structure of Protoplasm, ed. by W. A. Seifriz, p. 199. Mono- 
graph of Am. Soe. Plant Physiol., Ames, Iowa, 1942. 

® R. A. Peters, Perspectives in Biocheiriislry, ed by J. Needham and D. E. Green: Cam- 
bridge, England, 1938. Also, Proc. Roy. Soc., London, B., 121 : 587, 1937. 

^ C. H. Norris, J. Cell. & Comp. Physiol., 16: 313, 1940. 

® W. Kuhne, Unters. Uber das Protoplasma und die Contraelilitat: Leipzig, 1864. 
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which is necessary for this contraction theory. Marsland and Brown,® 
for example, describe protoplasmic currents of'ciirriii^ in amebae when the 
animals are entirely stationary and are exhibiting no external change of 
shape, '^rhis observation does not, perhaps, entirely exclude the contractile 
theory, since the internal bounriary between sol and gel layers may show 
rhythmical variations in position which are easily overlooked. Neverthe- 
less, Marsland and Brown attributed this streaming to sol and gel changes 
largely because of the effects of high pressure in .slo|)ping the movement. 
Later, Marsland'® cr)ncluded that this theory was untenable. 

According to Rashevsky" and Young,'^ protoplasmic streaming could 
theoretically occur from energy derived from a continuously maintained 
diffusion gradient between two points in the cell. If so, then this phenome- 
non is fundamentally different in nature from contractility. Such a theory, 
however, would not ex])laiii very well the rhythmic reversals which are 
observed in some cases, and it does not seem to be inherently very probable. 
This difficulty also applies to the electroendosmotic theory of streaming. 
In general, it may be said that the problem of protoplasmic streaming is 
harder to reconcile with c[)ntractility than is ameboid movement. 

2. Ameboid Movement. — Possibly the movement of the plasmodia of 
the slime moulds is not to be identified with the protoplasmic streaming of 
stationary cells. If so, it still remains comparable to the movement of true 
amebne, where most writers agree that it is the contractility of the superficial 
plasma gel which causes the movement: Lewis,'® Schaeffer, Dellinger,'® 
Mast,'® Pantiu.'^ At the posterior end of the animal, the protein chains in 
the gel contract in response to some stimulus. This raises the internal 
pressure in the endoplasm or plasmasol, which bursts through the ectoplasm 
to “lunge” forward. At the tip of the pseudopod the sol becomes a gel 
again and recovery takes place. Chemical differences between the anterior 
and posterior ends have been established by differential staining (Okada,'® 
Pantin'^). As in muscle, therefore, chemical changes of contraction may 
occur in the posterior end, which are reversed during the recovery in the 
anterior end. The change from gel to sol has been regarded as an exother- 
mic process, because protoplasm tends to solate or decrease in viscosity 
(Marsland'®) with increased pressure, and gels which do this increase in 

® D. A. Marsland and I). E. S. Brown, J. Cell. & Comp. Physiol., 8 : 107, 1930. 

D. A. Marsland, Chapter in The Structure of Protoplasm, ed by W. A. Scifriz: Am. Soc. 
Plant Physiol, Ames, Iowa, 1.942. 

N. Rashevsky, Bull. Math. Biophysics, 1: 47, 1930. 

ti. Young, Bull. Math. Biophysics, 1: 177, 1939. 

W. H. Lewis, The Structure of Protoplasm, ed. by W. A. Seifriz, Monograph of the 
Am. Soc. Plant Physiol., p. IBS: Ames, Iowa, 1942. 

A. A. Schaeffer, Ameboid Movement: Princeton, 1929. 

O. P. Dellinger, J. Exper. Zool., 3: 337, 19DB. 

S. 0. Mast, J. Morphol. and Physiol., 41: 347, 192B; Protoplasma, 14: 321, 1931; J. 
Exper. Zool., 51 : 97, 1928. 

C. E. A. Pantin, J. Mar. Biol. Assn., United Kingdom, 13: 24, 1923. 

Yo K. Dkada, Arch. f. Protistenk, 79: 131, 1930. 
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volume and absorb heat during gelation (Freundlicli, 1937).^® If so, a 
corresponding absorption of heat must take place at the anterior end when 
the gel forms again, and the energy associated with this change of state must 
be comparable to the thermo elastic effect in muscle (see p. 485). Anyhow, 
the energy for the ameboid movement must come from some other 
energy-rich reactions, as it does in muscle. 

Still another view regarding the sol to gtd change is possible, however. 
The solation resulting from an increase of pressure, which was observed by 
Brown and Marslaiid,^^ may be due to some secondary effect, and the 
protoplasmic gel may form nearly isothcrmally like most thixotropic gels 
(Freundlicli).^^ In that case, it is simplest to consider that the change 
from gel to sol during contraction is merely the result of movement which 
mechanically breaks up the gel, only to permit it to reform as soon as the 
movement ceases at ihe tij) of the newly formed pseudopod. In either case, 
some stimulus is reipiired in the posterior part to initiate contraction. 
There is no way to ilecide whether this merely releases some previously 
stretched '‘spring,’’ the shortening of which is the contraction, or whether 
the protein chains unfold again passively in relaxation, and reestablish their 
side linkages to form a gel, the active liberation of energy being confined 
to the contraction phase. 

One of the most respected arguments against the contractility theory of 
ameboid movement has been the observation that in the formation of a new 
pseudopod, granules are seen to move in the new pseudopod before they 
start to flow out of the old ones. It was argued, therefore, that old pseu- 
dopods collapsed because they were “pumped out,” and not because of 
inherent contractility. Movement, in other words, was initiated in the new 
pseudopod itself, which was not, therefore, pushed out passively by a force 
from behind. In reply to this, it may be pointed out that movement may 
become visihh, first, in the pseudopod, because elsewhere the movement is 
of fluid only (without granules), or because this is the narrowest place on 
the route where the velocity would be at a maximum. 

If the contractility theory of ameboid movement is correct, then it is a 
])rimitive form of contractile structure with widely separated and rather 
disoriented protein chains, because there seems to be no sign of birefringence 
in either the Mycetozoa or the Rhizopods (Norris,"^ Schmidt, Schmitt^^). 
In the pseiidopods of the Heliozoa and the Radiolaria, however, birefrin- 
gence is well establisheil. These pscudopods are characterized by an axial 
skeleton surrounded by contractile protoplasm. It is not certain whether 


II. l^'rcundlic'h, J. Phys. Them., 41: 9(11, 1937. 

^“1). E. S. Brnwii and 1). A. Marsland, J. I’ldl. &, Pomp. Physifd., B: 159, 193B. 

H. Froundliidi, Chapter in Structure of Protoplasm, ed. hy W. A. Heifriz, p. 85: Ames, 
Iowa, 194li. 

W. J. Sidimidt, Die Duppelbrechung von Karyoplasma, Zytoplasina iind Metaplasma: 
Berlin, 1937. 

O. Schmitt. Physiol. Rev., 19: ‘271), 1939. 
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the birefringence is due to the axial skeleton, or to the protoplasm surround- 
ing it, or to both. When the pseudopod (or axopod) is with lira wn on 
stimulation, the birefrijigeiiee disappears, there being no sign of it in the 
body of the animal (Schmidt The fibrillar protoplasm, nr myoids, in 
these axopods can shorten on stimulation to j 5 or less of their relaxerl length, 
and many forms are said to show cross striatioiis (Spek^^), Contraction 
can be initiated by induction shocks; they represent, therefore, a more 
highly developed contractile element than is found in the ameba. 

3- Other Contractile Tissues. — According to Dellinger,^^ the cilium 
is a better example of contractile tissue than the ameba. Both have a 
fibrillar structure, but it is bettor developed in the cilium, which shows 
birefringence. The cilium consists of a contractile fibril working against 
an elastic structure, or two antagonistic fibrillin working against one another 
with a pliable skeleton in between. The close parallelism between ciliary 
and muscular activity has been emphasized by J; Gray,^** to whom we owe 
some beautiful stroboscopic pictures of the bcaL of the cilium, and the most 
extensive study of the subject so far available. 

Flagcllie are in general like cilia, but they function mechanically, more 
like a screw propeller than like an oar. They also are birrfriiigeiil and 
Dellinger^® has shown that they can be separated into several fibrillie 
twisted together. The flagellae are also birefringent, as arc the tails of 
spermatozoa (Schmidt^^-^^). 

Another striking example of a well-developeil nonmuscular contractile 
myoid structure is found in the Vorticellidie. In the lumen of the hollow 
stalk is a long contractile fibrillar birefringent strand (Schmidt, Spek,^'^ 
Biedermann^'*). On stimulation, this can shorten to 4[) or 5D% of its length 
and then slowly recover. This structure shows both form and intrinsic 
birefringence. On contraction, the birefringence diminishes as it docs in 
skeletal muscle. According to Lapicque^“ this myoid, when separated from 
the body of the animal, can still be stimulated electrically to contract, but 
in that condition it no longer -relaxes. This observation suggests that 
relaxation is the active phase of the process, and takes place slowly against 
the elasticity of the stalk and at the expense of energy mobilized in the body. 
The extremely rapid contraction is, then, to be regarded as the sudden 
release of a previously stretched spring. While this interpretation is 
reasonable enough, it is not thereby proved correct, and other observations 
will be mentioned later which appear to support the theory that relaxation 

J. Spek, Hand. d. norm. u. path. Physiol., VIII, 1 : 31, 1325. 

0. P. Dellinger, J. Morphol., 20: 17D, 1309. , 

J. Gray, Proc*. Roy. Soc. London, R, 93: 104, 1922. 

W. J. Schmidt, Die Bausteine des Tierkbrpers in polarisierteni Lichte p. 381; Bonn, 
1924; see also articles by E. Gellhurn, p. 27, and F. Alverdes, p. 57, in Handbuch dcr noriii. u. 
path. Physiol., Nov., 1940. 

W. J. Schmidt, Protoplasma, Nov., 1949. 

W. Biedermann, Elertrophysiolngy, tr. by F. A. Welby. Vol. 1, p. 4: London, 189B. 

®“L. Lapique, Traite de physiol., norm, et pathol.. Tome VJIl, p. 1D8. 
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is passive. Movements of plants depend cither upon differential growth 
rates in different parts of the stems or other structures, or upon local 
changes in turgidity or moisture contact. They must be regarded, there- 
fore, as dependent upon a mechanism which is totally different from the 
contractility of animal tissues (J3ose,^’ Sierp,^^ Stern^^). 

J. C. Bdsc, Thf Motor Meihanism of Plants: I^ondon, 19"28. 

11. Sirrp, Hand. d. norm u. path. Physiol , VIH, 1 : p. 72, Berlin, 1925. 

K. Stern, Hand. d. norm. u. path. Physiol., VIII, 1: p. 94, Berlin, 1925. 
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In the muscles proper the fibrillar protein reticulum as found in the 
undifferentiated cell reaches its highest degree of specialization for con- 
tractility. Similarly, the nerve fiber represents the highest specialization 
of that same reticulum for the process of conduction. In smooth muscles, 
individual cells are still involved. Jn the still more highly developed 
striated muscles, many cells have fused together into a large inultinucleate 
fiber, thus bringing the protein chains of many cells under the co-orilinated 
control of one end plate. Likewise many fibers are brought under the con- 
trol of one axon which branches to reach an equal number of end plates. 



Fig. 44. — Diagram lo illiisirale different types of arrangeiiH'nt C)f fibers in musL’les. Earh 
man in the diagram represents an equal length of a unit number of iiiusele fibers. Two 
parallel-fiber museles are illust rated on the left and a penniJ'orm iiiusele on the right. The 
relative ff)rt’e (F) and shortening (S) of the ditfereiiL arrangements are indieated. In the 
penniform museles the fibers do not all have the same angle and the ealeulatiou of the shorten- 
ing of the individual fibers is far more eomplieated than the formula indicates. (See lleritoff.^®) 

The multinucleatc iirraiigcmiMil permits the development of longer fibrillae 
without interferenee from cell boundaries. 

I. Macroscopic Structure. — A muscle consists of individual con- 
tractile units arranged in parallel or in series according to the amount of force 
and shortening required. The principles involved are illustrated by two 
types of museles, the parallel fibered muscles (long and short), and the 
diagonal fibered or penniform muscles (see Fig. 44). 

For greater shortening, more units are arranged in series, or the fibers 
are long, as in the sartorius muscle. For greater force with minimum 
shortening, many shorter fibers are arranged in parallel. Where a broad 
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short muscle is anatomically possible, as in the gluteus or rectus abdominis 
muscle, the latter arrangement is suitable, but in other localities, as in the 
calf of the leg, the contractile units pull somewhat diagonally on a central 
tendon like men pulling on a rope. This provides large force and small 
shortening in a muscle of approximately the same convenient shape as the 
sartorius. 

The length of the fibers bears a fairly close relation to the amount of 
shortening demanded of the muscle. It seems likely that this relation is 
automatically adjusted by the mechanical conditions of the situation, so 
that muscle can be transformed into tendon, or vice versa, until the fiber, 
when stimulated in the body, can shorten to soinelhing less than half its 
resting length (Haines''*'^). According to the figures of Zchakaia,^® the 
absolute shortening of any particular muscle in the body is equal to the 
absolute shortening of any one of its fibers. In the parallel fibered muscle, 
like the sartorius, the maximum shortening of the whole muscle and of its 
fibers, when tetanized in ,situ with insertion cut and a very small load, is 
55%, and the fibers are nearly as long as the whole muscle. In the rectus 
femoris muscle, the fibers are only as long as the whole muscle, and 

the muscle shortens only 23 % of its length. If a sartorius muscle is cut in 
half, each half will shorten half as much as the whole muscle. In the penni- 
form muscles, however, the absolute shortening of each half, or of each 
muscle bundle, is the same as that of the whole muscle (Zchakaia^^). In 
general, a muscle will not shorten beyond the length permitted by the 
anatomical situation in the body, even if its tendon is cut. Further shorten- 
ing is evidently prevented by the connective tissue. Further information 
on structure and the arrangement of muscle fibers in different muscles may 
be found in papers by BeritoftV^ Jansen, and Lindhard.®^ 

2. Microscopic Appearance. — The striking appearance of the cross- 
striated muscles with their alternating light isotropic (/) and dark aniso- 
tropic [A) bands leads to an excessive preoccupation with the details of that 
particular type of structure. The cross striations, however, seem to be 
peculiar only to the rapidly shortening fibrils and the more rapid the muscle, 
the shorter the interval between the bands. Likewise, the faster the 
muscle, the more nearly equal are the anisotropic and the isotropic discs 
(Brenner^^). From this point of view, it is tempting to regard the smooth 
muscles as those in which the tempo became so slow and the sarcomeres so 
long that the cross striations disappeared. Such a classification, however, 
is purely artificial, because intermediate forms are not known, and it offers 
no explanation of the origin of the cross striations from the presumably more 

K. W. Hiiinps, J. An.^i. u. PhysiuL, BB: 578, 1.032. 

Zc'htikiiiii, Pfliiffpr’s Arrh. f. il. gps. Physinl., 2D9: 753, 1.025. 

J. Ppritoff, Pfiiigpr’s Arch. f. d. gps. Physiol., 209: 753, 1.025. 

M. Jansen, J. Anat. u. Physiol., 47 : 319, 1.012 13. 

^ J. Lindhard, Physiological Papers, dedicated to A. Krogh, p. 188; ('openhagen, 1926 

,J. Brenner, Zschrs. f. Zellforsch. u. Mikr. Anat., 29: 251, 103.0. 

H. H. Jasper and A. Pezard, Conipt. rend. Acad. d. Sc., 19B : 499, 1934. 
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primitive plain muscles. It does emphasize, however, the important corre- 
lation between speed of contraction and the presence of the cross striations. 

According to Bozler,"^^ the classification of muscles as smooth or striated 
is not a particularly happy or significant one, except for the muscles of 
vertebrates, where smooth muscles arc, in general, specialized for tonus, and 
striated muscles for quick movements. In a survey of all the muscles of 
the animal kingdom as a whole, the classification breaks down, because it 
fails to maintain its correlation with function. The muscle cell, acc[)rding 
to Bozler, is composed of fibrillse embedded in sarcoplasm. The fibrillae are 
of two kinds: 1. The large, darkly staining tetanus fibrils arranged around 
the periphery of the cell and attached to the sarcolemma either continuously 
or at intervals {Z lines); 2. the small, lightly staining tonus fibrils, either 
distributed tliriniglioiil the cell or arranged inside the peripheral layer of 
tetanus fibrils. A cell which contains both types of fibrillae will serve the 
function of both tetanus and tonus. The more rapid tetanus fibrillae are 
striated and are attached only at intervals to the sarcolemma. Wliere the 
attachment is continuous, the resistance to shortening is greater and move- 
ment is slower. The difference in function, however, between tetanus and 
tonus fibrils is far greater than that between striated and unstriated. In 
any event, the essential features of a contract ile mechanism must be and 
arc present in both smooth and striated muscles; these essentials arc the 
birefringent fibrils and the myosin chains. 

It has frequently been questioned whether the striated muscle fibers are 
composed of a series of discs, or whether what ajipears to be discs is really a 
series of layers arranged around a central axis, like a spiral staircase. One 
frequently sees boundary lines between the sarcomeres, the Z lines, whic'h 
appear to branch; or one sees that on one side of a given length of fiber there 
are n bands and on the other side ?? + 1 bands. Tliis is known as a “nonius 
period” or vernier type of banding and is sometimes interpreted as a section 
through the central axis of a spiral structure.^’’ It has even been supposed that 
the excitation wave, in passing down the muscle, has to pass along this spiral 
pathway. Some of the pictures of these spiral structures are rather convincing, 
especially in insect muscles. Un the other hand, it may be argued that the 
same appearance might be produced in other ways, as by a true branching of 
the Z line. A certain measure of skepticism concerning this alleged spiral 
structure is, therefore, well justified. 

On microdissection, the sarcolemma is found to be a tough membrane 
surrounding the whole fiber. It is composed of interlacing collagenous 
birefringent fibers embedded in a thfck colloidal matrix,'^'^-^® which has been 
likened to a knitted slocking. The fibers of the sarcolemma are continuous 

Bozler, Ztschr.vergl. Physiol., 8; 371, 1928. 

0. W. Tiegs, Trans. Roy. Soc. (So. Aus.), 45 ; 222, 1922; 47 : 142, 1923. 

Von Boga, Ztsehr. f. Zellforsch. u. mikroskop. Anat., 27 : 568, 1937-38. 
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A. Nagel, Ztschr. f. Zellforsch. u. mikroskop. Anat., 22: 694, 1935. 
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with the fibers of the internal perimysium in places. The sarcolemma 
stretches reversibly over a considerable range, and its stretch is believed to 
be due to the displacement of the fibrils or to a change in shape of the 
mesh work, rather than to true elasticity of its components. The muscle 
substance itself is a sticky elastic gel with fibrils cmbethled in it. The 
fibrils can be pulled out with some success by micromaiiipiilation.^“ The 
fibers of the Z line, which form the boundaries of the sarcomeres, are attached 
to the sarcolemma anil differ in composition from the myofibrils.'^^ In most 
muscles, particularly the insect muscles, these Z lines are clearly distin- 
guished, and they serve to keep the myofibrils aligned with one another 
during shortening, so that the cross striations of the fiber as a whole remain 
un disturb ed."*® 

In the middle of the sarcomere, between the Z lines, is the anisotropic or 
A (or Q) disc, which usually appears darker tlian the isotropic 1 disc adjoin- 
ing the Z lines. The A discs are definitely anisotropic or birefringent, and 
are often regarded, on rather meager evidence, as the contractile part of the 
muscle. This belief depcJids chiefly upon the fact that, in contraction, the 
y discs shorten, while the / discs lengthen slightly. The contrary 
finding of Frank^^ has been attributed to artefacts due to fixation of the 
muscle, but Studnitz®^ has found that the I disc does eventually shorten 
if the shortening of the A disc exceeds 50%. In the Arthropod muscles 
with which he worked [Aftiacus fluviatilis)^ a shortening of the whole fiber 
to 30% of its resting length may occur. It seems possible, therefore, that 
there is some power of contractility in the 1 discs, and this is confirmed by 
Schmidt,'’^’’* who insists that the I disc is slightly birefringent. This is con- 
sistent with the idea that the myofibrils pass continuously from one Z line 
to the next. Indeed, the diagrams of the fine structure of muscles offered 
by V. Muralt^^ and Ilurthle'^^* show such continuous fibrils, but with less 
regular orientation of the myosin chains, which make up the fibrils in the 
isotropic regions. Without some such continuity, it is difficult to see how 
the force of contraction of the A discs could be applied to the shortening of 
the fiber as a whole. It may be concluded, therefore, that the A discs are 
possibly stronger than the / discs, but that both are contractile. According 
to Buchthal, Knappeis, and Lindhard,'^^ the A discs are more easily stretched 
in the ri"^! ing muscle than the I discs, while the reverse is true in the stimu- 
lated muscle. 
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We have as yet no real understanding of the significance of the cross 
striations, except that they seem to be important for rapid contractions. 
Due theory is that the / discs are specialized for the process of recovery, 
while the A discs are predominantly contraction sites. The only experi- 
mental confirmation for such a theory comes from hist o chemical analyses. 
In the resting fiber, glycogen is found predominantly in the A discs, chiefly 
between the fibrils in the sarcoplasm. During recovery, especially when the 
total glycogen is small in amount, there is more in the / discs, where it is 
supposedly being rebuilt from lactic acid diffusing out of the A discs. 

It is, perhaps, difficult to know just how literally to interpret these 
measurements of the dimensions of the A and I discs, and the separation 
of their functions. According to Jordan, there is, in contraction, an actual 
reversal of striations in wasp muscle, the I discs becoming dark, and vice 
versa. This could be accomplished by a movement of granules from one 
disc to another. Many writers have preferred to regard the striations as 
dynamic, rather than static, structures. Carey, for example, regards them 
as staiuling waves of some sort. Mine plausible is the intriguing theory of 
licrnal''^ that they owe their origin to the reversed spiral arrangement of the 
parallel-packed protein chains. Aeetnding to him, substances with long 
molecules teml to show this structure when they are allowed to set in long 
tubes. The more highly birefringent A bands, then, represent places where 
the spirals reverse, so that the molecules lie parallel to the long axis of the 
fiber. At intermediate regions, the molecules are diagonal, some to the 
right and some to the left. It must be admitteil, however, that the fibrillar 
strucLurc of inicrosco])ic dimensions, wdiich has been described for muscle, 
always appears to be parallel to the longitudinal axis, rather than diagonal. 
On the whole, this theijry seems to be based upon very little evidence. One 
thing which seems certain is, that the inotein chains or the contractile 
units must extend from end to end of the fiber, and, this being so, there is 
grave danger of placing too much emphasis upon the A discs as the con- 
tractile units. 

There is considerable evidence to show that, during embryonic develop- 
ment, the fibers become capable of contraction, and show double refraction 
before they become cross striated. Ettisch^® has studied muscles in the 
dark field, using light directed either parallel or perpendicular to the long 
axis. Parallel illumination brings out the cross striations, while perpendicu- 
lar illumination extinguishes the cross striations, but brings out the fibrillar 
structure. Some fibers are found to have lost their cross striations, but 

E. Jordan, Am. J. Anat., 27-28: 1, rhysiol. Rev., 13: 3U1 (1933). 
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they still show uniform double refraction throughout their length. Simi- 
larly, Liang®“ has found that muscles put into rigor with caffeine, quinine, 
or chloroform, lose their cross striations, but retain their fibrillie, which 
become uniformly birefringent. Conversely, treatment with ammonia 
destroys the fibrillar appearance, but preserves cross striation. The con- 
clusion seems to be that the longitudinal and cross striations arc due to 
different structure. The cross striations are believed to be due to periodic 
accumulation of granular material outside the fibrillse in the sarcoplasm. 
The true contractile unit is the birefringent fibril, which is continuous and 
uniformly birefriiignil from one sarcomere to the next. From this point of 
view, smooth and striated muscles differ only in secondary details, the 
fundamental structure being the same in both. This view confirms, there- 
fore, the theory of Bozlcr,^^ already discussed. It also may be said to 
support in some measure the ideas of Carey, who regards the sarcomere as 
a “morphological myth,” because, according to him, the number of sarco- 
meres in a given muscle can be increased from 397 to 1124 by 10 seconds’ 
treatment of the fiber at 45‘^C. It has, apparently, never been possible for 
anyone else to confirm this finding as yet (Speidel and Jordan®^). With this 
excc])tion, all the evidence indicates that the sarcomere is a fixed structure. 

Not so long ago, particularly under the leadership of Bottazzi,®^ it was 
fashionable to consider that the sarcoplasm was contractile as well as the 
myofibrils. The situation in muscle was considered analogous to that 
described by Engelm aim in Stentory where he saw longiludinal somewhat 
striated fibrils which were responsible for the quick shortenings of the body. 
The animal was also capable, however, of slow turnings of the body which 
left these fibrils folded and slack. These slower movements were attributed 
to submicroscopic fibrils in the protoplasm. From this point of view, a 
muscle might be described as a striated muscle imbedded in a smooth muscle, 
and this idea was advanced in explanation of all the slow movements which 
muscles can make under proper conditions. Biedermann®"^ has also cham- 
pioned the idea of contraction without visible fibrillae, and presented the 
evidence at some length. It seems unnecessary to suppose that all the 
myosin chains are packed together into bundles or fibrils; some of them may 
well be scattered around more or less by themselves in the viscous sarco- 
plasm, where sluirtcning would be more difficult, and hence slower. The 
fibrillar arrangement of such chains would facilitate rapid contractions, just 
as the movement of large numbers of persons is facilitated by some military 
order in their ranks, thus preventing one individual from interfering with 
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the movements of his neighbor. Most investigators at the present time 
discount this assumption of sarnoplasmic contractility (see Lapicpie, for 
example'^^) as unnecessary, but, in our rlcsire to make only tlie simplest 
necessary assumptions, we may sometimes forget that it is not difficult for 
Nature to do things in ways which seem unduly complicated to physiolo- 
gists. In many ways this would seem to be a very ''naturar’ arrangement, 
even though a complex one. Among others, Bozler^^ would discard com- 
pletely the idea of contractile sarcoplasm, and he explains many of the 
phenomena of slow and fast contractions, occurring in the same muscle, 
by the evidence which he presents for the presence of both tonus and 
tetanus fibrils in the same fiber. The former are smaller and less darkly 
staining, and are arranged usually in the interior of the fibers, and contract 
slowly, while the latter are larger, contract more rapidly, and are arranged 
around the periphery of the fibers. 

In spite of the validity of this idea, it is perha23s unnecessary to discard 
altogether the theory of sarcoplasm atic contraction, although the direct 
evidence for it is very scanty. The best evidence available comes from the 
work of de Renyi and Ilogue'^^ on the behavior of cardiac muscle fibers in 
tissue cultures. Some of the cells contained visible fibrilhe, and some did 
not, but both kinds contracted equally well. Moreover, some colls were 
figured which contained fibrillae on one side, but not on the other. The 
nonfibrillar parts of such cells were found to be more quickly injured by 
toxic substances, such as water. In such a case, the cell contracted on the 
fibrillar side only, and became concave on that side, whereas, previous to 
this injury, the contraction was symmetrical on both sides. The authors 
conclude that ''both the sarcoplasm and the myofibrillse are forms of con- 
tractile substance which, in the embryonic state and under normal condi- 
tions, act synchronously.” 

3. Visible Diffraction Spectra. — It has been known since 1874 
(Ranvier®^), that a muscle, when traversed at right angles to its long axis 
by a small beam of light, will act like a diffraction grating, and will produce 
on a screen, placed beyond the muscle, a series of spectra of orders I, II, III, 
etc., extending indefinitely in the longitudinal axis of the muscle. From 
the positions of the series of spectra which arc so produced, it is possible to 
calculate the grating constant, or the distance between the bands. Recent 
measurements (Sandow,^“ Buchthal and Knappeis,^^) give values which 
agree closely with the distance between the anisotropic bands of the same 
muscles, measured microscopically. When the bands move farther apart, 
as when the muscle is stretched, the first-order spectrum moves closer to 
the direct image. The percentage increase in the calculated width of the 
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bands is the same as the percentage iiiorease in the length of the muscle, at 
least after the initial stages, when the slack in the muscle was being taken 
up (Saiidow^“). When the musele shortens in contraethm, the bands also 
become closer together. At the same time, the intensity of the sj)ectra of 
the first, second, and third orders increases. This is interjjreted as iniHeat- 
ing a decrease in the width of the dark bands, and a relative increase in the 
width of the more trajisparent / bands [Buchthal and Knaj)])eis' ^). Some 
indication has also been found of a fainter diffraction pattern at right 
angles to the main one, and caused by longitudinal surfaeiis in the fiber. 
Since these were obtained in single isolated fibers, they were attributed to 
bundles of fibrils or “ Cohnheim bundles.” These diffraction patterns are 
surprisingly sharp, even when taken from a whole musrle, and this bespeaks 
possibly some alignnient of the anisotropic bands of one musrle fiber with 
those of the neighboring ones, so that the whole muscle is a))le to act like a 
single grating.^” 

Of sj)eeial interest is the finding of Nicolai,^- who photogra^died the 
positions of the first-order spectrum during a tetanus of the muscle, and 
reported fluetiiations in its position, and, therefore, fluctuations in the width 
of the individual sarcomeres which were coinciilent with the freiiuency of the 
individual shocks in the stimulating current. Thus, even at frerpicn eies of 
65 per second, when the tetanus appears cxlcrnally to be “complete,” it is 
possible to show that internally it is really still “incomplete.” This finding 
is of importance in the interpretation of some of the data on heat prodiicLion 
during a tetanus. The diffraction spectra so far considered are those due to 
the microscopically visible cross striations, or the first-order grating. Fjv\- 
dencp of visible diffraction spectra from a still finer, or secontl-order, grating 
has been presented by Langclaan,^* who has prepared a niodcl of the finer 
structure of the anisotropic discs based upon dark field observations with 
the Shierer lens. The model consists of two systems of fini* wires at an 
angle of B0“ with each other. These wires themselves form a tliird-ortler 
grating, but, when viewed at different angles, the overlap of successive 
layers produces the appearance of a coarser, or second-order, grating, the 
diffraction spectra of which are just visible. All the struciure observed in 
this way is confined, according to Langelaan, to the anisolroj)ic disc, the 
isotropic discs being completely dark in the dark field of the microscopic. 
Other evidences of the submicroscopic structure of muscles are, however, 
more convincing and must now be considered. 

4. Subrnicroscopic Structure. — However important it may be to 
know the microscopic structure of muscle, none of the histological details 
offers any very reliable clue as to the nature of the cf)iitraction process. 
The wealth of detail which can be seen in some muscle fibers, especially 
those of the insects, has sometimes proved too tempting, and some writers 
have been over-venturesome in a])p]yiiig their imagination to the visual 
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images which they gain from the microscope. The newer knowledge of the 
subject ascribes the process of contraction rather to the submicroscopic 
structure, and the unfolding of this field has provided an effective restraint 
for the previously unbridled imagination. An excellent recent review of 
this subject has been given by Fischer. 

a). Birefringence . — Two methods have been in use for the elucidation 
of the molecular structure, the measurement of birefringence and the x-ray 
diffraction pattern. From the study of the birefriugi*iici‘ of muscle, support 
has been obtained for the idea originally suggested by J^riicke, that within 
the niyt)fibrils the protein chains are not uniformly distributed, but are 
arranged in micelles, or small bundles. The existence of double refraction 
rcr|uires some orderly arrangement of the molecules, like that found in 
a crystal. It can also result from an orderly arrangement of larger units, 
or giant molecules, such as those found in a solution of myosin. It is 
believed, therefore, that the birefringence (D.R.) of muscle is due to (1) 
the orientation of mrdecules within micelles (intrinsic D.R.), anil (2) to 
the orientation of micelles in the long axis of the myofibrils (form D.R.). 
The form D.R. disappears if the refractive index of the micelle is the same 
as thal- of the surrounding solution and increases in proportion to the differ- 
ence between the refractive indices of these two phases. It depends also 
to some extent on the relative volumes of micelles and solution. 

In order to measure the form double refraction, it is necessary to vary 
the refractive index of the solution around the micelles without modifying 
the volume of the micelles or the arrangement of the molecules within them. 
Strange as it may seem, the results appear to indicate that this is })ossible. 
The muscle is fixed in formaldehyde and is then immersed in solutions of 
varying refractive index. The fixation process itself has little or no effect 
on the double refraction, and, in spite of the use of different substances for 
the variation of the refractive index of the solution, the double refraction 
of the muscle falls along a smooth curve in the shape of a parabola, indicat- 
ing that the refractive index of the solution is the only variable. This is 
shown iji Fig. 45, where Fischer’s curve^^ for smooth muscle and Weber’s 
curves for striated muscle and myosin threads are represented. The curves 
are all very similar, and pass through a minimum at the point where the 
refractive index of the solution equals that of the micelles. The D.R. 
remaining at this minimum is the intrinsic D.R. due to the molecular orien- 
tation inside the micelles, while the increase on either side of the minimum 
is due to form D.R. This experiment must, therefore, be regfirded as strong 
evidence that there are micelles in muscle. The fact that artificial myosin 
threads give similar results is evidence that the micelles in muscle are also 
composed of myosin. 

The volume of the micelle has been estimated by Weber from its molecu- 


Eisrlier, Biiil. Syinp., 3: 211, 1341. 

E. P'isi'her, CdIiI Spring Harbor, Symp., 4 ; 214, 193B. 
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lar weight as determined in the nil ranMil ririig(‘ as 1100 Prom the 

Wiener theory for form double refraction, the fraction of the muscle volume 
occupied by micelles can be calculated. One can guess, further, that the 
rods arc long compared to their diameter, because they show double refrac- 
tion of flow, and only rod-shaped particles would be oriented by the shearing 
stresses set up in the solution during flow. Since, however, the rods are 
anisotropic themselves, they must contain enough polypeptide chains in 
parallel to show this intrinsic double refraction. Thus it is possible to esti- 



'•3 1-4 1.5 1.6 1,7 


Fig. 45. — Bircrringcnci' as ordinates a^aiii.sl ihi* refraj'tivi* index of the imprpfjnalinK 
medium as abscisste. lUrefriiif'enee is expressed a.s the difterenee in the index of refraetion 
of the ordin.ary and the extraordinary rays. (After E. Fisehi-r.’^'') 

mate that the micelles may be 5 m/i in diameter and 55 mg long; Weber 
calculates that a micelle of this size would contain about 20 myosin chains, 
the distance of one micelle from its neighbor being 11.5 mg. Whether the 
micelles are arranged end to end or with a space between, is only a matter 
of guesswork. The most uncertain part of this whole estimate of the size 
of the micelle seems to lie in the figure for the volume. It is based upon a 
molecular weight of myosin of 1, 000,000, which is a very large value and one 
which is likely to vary widely with changes of pH and electrolyte environ- 
ment. It is known for example, that urea lowers the molecular weight 
to 100,000. How constant in size the micelles are is unknown, but since the 
calculated size is based upon the only figure available for the molecular 
weight of myosin, the micelles might equally well be termed giant myosin 
molecules. 

The double refraction of muscle has been observed by all workers to 
11 . Weber, PflUger's Areh. f. d. ge.s. rhysiol., 235 ; 2[)5, 1934. 
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decrease in an isotonic contraction, due to a diminished orientation of the 
myosin chains in the mi cell es.*^^ Likewise, in an isometric contraction, 
there is usually a decrease, although at large extensions there may be no 
change, or even an in crease. Such an increase may be attributed to the 
effect of the increased tension 'per ,ve, the photoelastic effect, rather than to a 
better orientation of micelles. 

In smooth muscle there is an increase of birefringence in stretching,^^ 
but no change in frog striaterl muscle. The effect of stretch on a whole 
muscle is certainly a complex process. The rate of metabolism increases, 
for example, and an increase in lactic acid, which may also occur, leads to 
a decrease of birefringence.^** In addition, the A bamls stretch more than 
the / ))anils, and the effect of this is difficult to estimate. Correction is, of 
course, made for any decrease of the thickness of the muscle due to stretch. 
Stretching per se should cause a better orientation of micelles and myosin 
chains, and hence an increase in double refraction. 

From the birefringence studies, therefore, we learn that there are micelles 
in the muscle, and, furthermore, we learn that they may lose, to some 
extent, their regularity or the completeness of their orientation during 
contraction. In afldition, the micelles themselves may lose some of their 
intrinsic birefringence. The behavior of the micelles as a whole seems 
to leave us still unsatisfied in our search for the fundamental nature of 
contraction. 

h ) . X-ray diffracti on. — Further information must be sought in the change 
of the ultrastructure of the middles. Evidently, the molecules of which 
they are composed are less regularly arranged when the micelle shortens. 
Further information concerning this change is ilerived from the diffraction 
patterns produced by x-rays. Here the wave-lengths used are so much 
shorter than they are in visible light, that the dimensions of the grating 
which produces the pattern are of molecular, rather than microscopic, size. 
The molecular diffraction j)atterns tell us more concerning the probable 
nature of contraction than do the A band diffraction patterns previously 
considered. When a muscle is dried, it is perhaps surprising to find that 
the x-ray diffraction pattern does not gliange. Evidently, the removal of 
the water has not changed the iiiLermolecular distances. The water must, 
therefore, have been contained between micelles, and this may be regarded 
as an additional confirmation of the micellar structure. Furthermore, the 
side-chain spacings of the protein molecules, as given by x-ray analysis, are 
so small that they would be inconsistent with the high water content found 
in muscles if this same close packing were continuous throughout the muscle 
substance. The micellar theory reconciles these two observations. 

Many investigators have presented data on the filtrastructure of muscle 

77 E. Fischer, J. Cell. & Comp. Physiol., 8; 503, 1936; 12: 85, 1938; 23: 113, 1944. 

7s F. Bui'hthal and (i. Cl. Knappeis, Skandinav. Arch. f. Physiol., 7B: 97, 1939. 

7® E. Bozler and LI. L. l^)ttrell, J. [^ell. & l^omp. Physiol., 10: 165, 1937. 

®“T. P. Feng, J. Physiol., 74: 411, 1932. 
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as it is shown by x-rays.®^ It is, however, to the extensive papers of 
Astbury®^ on this subject that we owe the most at tlie i)reseiit time. Since 
his work will be discussed later in this chapter in ci)niief‘tif)n with various 
other manifesLations of contraction it will be sufficient here to give only a 
very brief outline. The principles of the x-ray methofl liave already been 
describe*!.**^ 

When a beam of x-rays is passed through a musrle perpendicular to its 
long axis, a diffraction pattern is formed on the screen, which shows a strik- 
ing resemblance to that caused by other fibrous proteins, such as the 
keratin of hair. In this particular form it is known as a-keratin, arirl is 
composed of long polypeptide chains in a partially folded form. In water 
at ordinary temperatures the oi-kcralin can be stretched out to about twice 
its original length, until the chains are unfolded and the pattern changes to 
the form indicative of jfl-keratin. In this form it is similar in structure to 
fibroin, the protein of natural silk. With further treatment in water at 
elevated temperatures in steam or in caustic soda at ordinary temperatures, 
the hair may be made to shorten to about 7D% of its original length. 'This 
treatment, apparently, removes certain of the side-chain linkages between 
adjacent polypeptide chains, and it is the nature anil firmness of these 
linkages and the length of the side-chains which determine the merdianical 
properties of the muscle or hair. With these linkages in hair broken down, 
the protein chains arc able to fold still further, and eventually the hair 
passes into a supercontracted state. Thus, both the hair and the muscle 
show both contractility (or ability to shorten) and extensibility. It is 
apparently not a simple matter to stretch a muscle into the j^i-kcratin form, 
but in Astbury’s latest paper®^ it is stated that this can be done, and that the 
details of this procedure will be presenteil in a later paper. It has likewise 
proved impossible hitherto to cause a hair to shorten like a muscle to 30% 
of its initial length. If, however, Astbury is right in proposing that a 
globular protein is simply a fibrous protein folded up into globular form, 
then still further folding of the myosin chains might be expected, continuing 
at last under proper conditions until they were redu(‘ed to the shape of a 
sphere. A sartorius muscle, shortened until spherical, would have a length 
not far from 20-!£5% of its initial length. The sphere-length of a single 
fiber of the sartorius would be a still smaller percentage of the initial value. 
To realize a shortening of this magnitude in hair, would presumably require 
further breakdown of side linkages. The nature of these side linkages 


R. 0. Herzog and W. Janike, Nalurwissenschaften, 14 : 1223, 1926; G. Boehm and 
K. F. Srhotzky, Naturwissensrhaften, IB: 282, 1930; (1. Boehm, ZLselir. f. Biol., 91 : 293, 1931; 
Kolloid-ZtSL’hr., 52 : 22, 1933; K. II. Meyer andL. F. R. Picken, Proe. Roy. Son., London, 124 : 
29, 1937. 

W. T. Astbury and S. Diekinson, Prop. Roy. Soc., Londnn, B, 129: 307, 1940; W. T 
Astbury, Ann. Rev. Bioehem. B: 113, 1939. 

®®Sec. 2, chap. 8, subsee. 2, p. 149. 
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has been discussed'*^ (see also Huggins)/^ Spcakman^'* showed in keratin 
that the development of the supercontracted state depended upon the 
breaking of the S-S cystine linkages. This suggests, therefore, that hair 
is a sort of vulcanized fibrous protein or a vulcanized form of myosin which 
thus has its extensibility much reduced. In conformity with this idea, 
hair has a far higher sidphur content than myosin. 

There seems to be little doubt that this picture of the fundamental 
machinery of contractility is correct so far as it goes but it leaves much of 
the story unttdd. When one tries to explain what forces actually cause the 
folding, how these forces are released by stimulation and how the changes in 
myosin fit into the simultaneous transfers of energy, the uncertainties of our 
present position become increasingly clear. 

The chief disadvantage inherent in the x-ray diffraction method is the 
prolongeii exposure which is necessary to obtain a reailablc ))hotographic 
image. Even with the latest improvements described by Spiegel- Adolph, 
Henny, and Ashkenaz, an exposure of 3— B minutes is neejled. With this 
technique, however, it was possible to show a change of patterns on con- 
traction indicating a disorientation of the myosin chains. A similar change 
is caused by shortening in rigor mortis or contractures due to chltjroform 
or caffeine. 

5. The PhysicDchemical Structure of the Muscle — (myosin). — In a 
striatefl muscle, 18-20% of the wei’ght is protein, and about BD% of this is 
the globulin myosin. Of these proteins the myosin is peculiar in that it 
shows double refraction of flow as was shown by von Muralt and Edsall.®® 
It, therefore, occurs in the form of long molecides, which become oriented 
by velocity gradients in the solution. Weber'*’" has extracteil myosin from 
muscle and has made myosin threads by forcing this stdution out of a 
caj)illary tube into distilled water. These threads can be dried until 
they contain the same amount of water as skeletal muscle. Such threads 
show double refraction, like the original muscle, and when stretched they 
develop as much tension per unit of cross-section area as an ini act resting 
muscle. Astbury and Dickinson"^ have also made artifit!ial muscles by 
(Irying thin films of myosin on glass. Such myosin films give x-ray patterns 
similar to those of intact muscle, and when stretched they change from 
the a to the jS pa Item like other fibrous proteins and like muscle. It 
is generally considered, therefore, that the myosin represents the contrac- 
tile machinery proper and is responsible for most of the double refraction 
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of the intact fiber. Some double refraction remains even after all possible 
myosin has been removed by KCl. 

When a muscle is drieil, it shrinks in the lateral dimensions, but not in 
length. The water a))pears to find space ff)r itself largely between longi- 
tudinal fibers or between the myosin polypeptide chains. These chains 
have side-chains which are in general of a highly sidvateil type. This pro- 
vides a mobile protein grid rather than one of more rigid properties, and 
gives a watery medium suitable for the maintenance of a high mcLabolic 
rate.'’^ When water is removell from between the fibers, the myosin 
molecules unite with one another rather than with the water, anil the 
mobility is lost. 

The myosin is more soluble in potassium salts than in an equal concen- 
tration of sodium salts. According to Grreenstein and Edsall, myosin 
solutions tend to lose, with time, their birefringence of flow, this being taken 
as a sign of denaturation of the protein. As judged by this lest, the solu- 
tions are much more stable in potassium solutions than they are in NH 4 CI or 
NaCl.**® There seems to be, therefore, for the muscle cell, at least, some 
reason for the high concentration of potassium which is found in the interior. 

In spite of this high concentration of potassium inside the muscle fiber, 
it appears that the myosin, under natural conditions inside the fiber, is 
readily changed from sol to gel. Other factors contributing to its instabilily 
are the low pH and its own high concentration. Bate-Siiiitli lias studied Ihe 
solubility of myosin, and states that at pH B.5 it will begin to dissolve if the 
KCl concentration is D.25 M, while at pll 7.0 a concentration of l).17 M 
will suflSce.^® Assuming a pll inside the fiber of it is evident that 

little or no myosin would be in solution, since the potassium concentration 
inside the fibers is at most 0.17 M. Furthermore, if all the myosin were 
uniformly distributed inside the fibers, its concentration woubl be 8 %, iir 
even higher, if the myosin is confined to the fibrils, ainl Mirsky^^ has shown 
that at high concentrations of the order of 10 %, myosin tends to become 
denatured. Inside the fibers, thcreiorc, the myosin may be regarileil as on 
the verge of denaturation or gelation, relatively little being in true solution. 

Proteins of cells are of both the globular and the fibrous types. The 
former offer advantages of greater mobility as in the plasma proteins while 
the latter serve better for structural purposes. Myosin is the particular 
fibrous protein responsible for the structure and contractility of the muscle 
cell. There is evidence that fibrous proteins play a role either for con- 
tractility or conduction or, in less highly differentiated cells, merely structure, 

K. IlUrlhle, Pfliiger’s Arrh. f. d. ges. Physiol., 227 : BID, 1!)31. 

F. O. Schmitt, Physiol. Rev., 19 : 270, 1039. 
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but little is known at present of their nature. Recently, however, Baiiga 
aiifl Szent-Gyorgyi'^'’ have isolated a fibrous or structure protein from 
kidney, which they have called renosin. This protein shows double refrac- 
tion of flow and forms viscous stdiitions and thixotropic gels. All these 
properties indicate that the molecules are long and closely tangled with 
their nldglibors, or connected to them by side-chains or hydrogen bonds. 
Renosin resembles myosin, therefore, in many respects. A protein similar 
to renosin was found in liver, brain, lung, and other tissues. It is extracted 
by th e use of urea, which has the property of breaking hydrogen bonds. 
After extracting with water, the globular proteins are removed, but the 
iniscroscopic apjjearance of tlie tissue has not been seriously altered because 
Ihe fibrous j)rotrins remain. A subsecpient extraction with a urea salt solu- 
tion removes Llie renosin, but still leaves the microscopic structure largely 
intact. The remainder of the structural jirotein is removed by urca-NaOH 
solution. Renosin diflers from myosin in showing negative, rather than 
positive, double refraction of flow. It also contains non extractable phos- 
phorus, and is a niicleoprotein, although not derived exclusively from the 
nucleus. Likewise, Mirsky^'^*^ has extracted a protein from sea-urchin eggs 
which closely resembled myosin, ami Bensley'®^ has given the name plas- 
mosin to a structurfil niicleoprotein extracted from liver by 10% NaCl, 
which has somewhat similar functions and properties. It may be men- 
tioned, also, that myosin can be extracted from smooth muscles as well as 
from striated muscles (von Muralt and lOilsall'"’). In any event, it is 
evident that myosin or myosin-like proteins are of rather widespread 
oecurreiice in cells. 

Soon after the death of an animal, the myosin of the muscles becomes 
insoluble or denatured, so that less of it is extracted by Like- 

wise, conlraetion and fatigue of the muscle are related fundamentally to a 
coagulation of the protein. According to Mirsky,^ the type of coagulation 
that occurs in rigor mortis is similar to that caused by dehydration, and it 
dilfers from other types of deiiaturation, such as those caused by heat, acid, 
and alkali, in that it is not accompanied by any increase in the number of 
rieteclablc SII groups. For some reason, the myosin behaves differently 
in this respect when it is in situ in the musrde than after it has been extracted. 

There is considerable evidence, therefore, that the act of contraction is 
intimately concerned with changes in the condition of the myosin. Just 
what these changes are and how they are brought about is still very uncer- 
tain, but a suggestive clue is furnished by the recent indication that the 
myosin itself is concerned, somehow, with the phosphate changes in muscle. 
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This might be, therefore, the method by which the physicochemical changes 
of myosin are coupled with the energy yielding chemical reactions which are 
known to occur during contraction. When Deuticke^“^ noted that there 
was a decrease in the solubility of muscle protein during rigor, he observed 
also that there was a simultaneous decrease in the power of the muscle to 
esterify hexose with phosphate. More recently, it has been shown by 
Engclhardt andLjubimowa^”® and confirmed by Szent-Gyorgyi and Banga^“^ 
that the myosin fraction of muscle is able to split phosphate from adenosine- 
triphosphate. If the effect is not due to the myosin itself, it is due to some 
other substance or enzyme with which it is in intimate association. That 
myosin itself is the active agent is suggested by the experiments of Needham, 
et who reported a decrease in the birefringence of flow of myosin 

solutions after the addition of adenosinetriphosphate. These results sug- 
gest that the phosphate may be split off from the adenosinetriphosphate 
because of its tendency to combine with the myosin. According to the 
theory of contraction proposed by Kalckar,^““ stimulatif)n involves the 
removal of phosphate from combination with side-chains of the myosin, thus 
permitting a further folding of the polypeptide chains. This may be the 
method by which chemical potential energy is transformed into mechanical 
energy in the myosin. 

Other points concerning the physicochemical structure of the muscle 
fiber might be mentioned, although there is no evident reason for connecting 
them specifically with the contractile mechanism. The interior of the cell 
contains what is practically an isotonic solution of potassium, most of which, 
at least, must be free enough so that it can exert an osmotic pressure. If 
this solution were brought into contact with the outside of the muscle fiber, 
the result woidd be the immediate death of the fiber. On the inside, how- 
ever, the potassium appears to serve a useful purpose in keeping the myosin 
in solution. On stimulation, the fiber loses some fraction of its j)otassium 
in exchange for sodium, while the reverse occurs in recovery. It is not 
known whether this is related to a change in state of the myosin, which then 
combines with less of the potassium, or whether the metabolism of organic 
phosphate fractions is involved. There is some reason to believe that both 
processes are concerned. In the blood stream, potassium and carbohydrate 
frequently rise or fall together, suggesting that carbohydrate metabolism 
is, somehow, connected with the movements of potassium. The adrenal 
cortex seems to be concerned with both potassium and carbohydrate 
metabolism. In yeast cells, Pulver and Verzar^^^ have shown that the 

iDB w. A. Engelhardt and M. N. T-ijubimawa, Nature, 144; BBS, 1939. 
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addition of sugar to starved yc'ast, suspended in a dilute solution of potas- 
sium, causes a sudden- intake of large amounts of potassium. Szeiit- 
liyorgyi*^^^ has marshalled the evidence in favor of the view that muscle 
cf)!itrartion is caused by the shift of water resulting from the sudden libera- 
tion of ionized ])otassiinn from myosin al the moment of stimulatioji. 
Potassium, as well as adenosinetrijdiosphate, does apparently cause a 
[leerease in the d[)uble refraction of flow of myosin, but what j)revents this 
from occurring before the stimulation is not clear. In any event, it seems 
not unlikely that the secret of the contraction of muscles may lie-in the 
reactions between myosin, potassium, and adenosinetriphosphate. 

6, Mechanics of Muscle. — Since judgments of the activity of muscles 
depend in such large measure upon the tension developed or the amount 
of shortening protluced, it is important to examine the fundamental basis of 
these observations. 

a). Restmg nivsvle , — When a muscle is stretched without stimulation, 
the tension in creases, not in accordance with Hooke’s law, but in such a 
way that erpial increments of length cause progressively greater increments 
t)f tension. Over a considerable range of lengths, this resting tension is an 
exponential function of the length. This suggests that, as the stretch 
increases, new structures within the muscle are called upon to offer resist- 
ance. I'liis resting tension is probably due entirely to the connective tissue 
of the muscle, the endomysium and perimysium and the sareolemma sur- 
rounding each individual muscle fiber. 

Banus and ZctliiP’"* have sueceeded in removing tke sheath from the frog 
gastrocnemius must-le and have found that the sheath alone gives the same 
tension on streteh as the whole muscle. It seems probable, however, that the 
muscle fibers themselves must contribute something to this tension, for, after 
dissection free from the connective tissue of the muscle, they show the same 
exponential type of stretch curve as the wliolc muscle (Asmussen”'*). Ramsey 
and Street*’'* obtained a similar result with single muscle fibers, but they showed 
that this tension is almost entirely due to the sareolemma, because the con- 
tinuity of the muscle substance itself <-ould be broken by pinching the fiber 
witliont altering the resting tension, and the sareolemma alone gave the same 
percentage stretch fur a given tension as the intact fiber. From histological 
study, the sareolemma has been likeneil to a knitted stocking composed of a 
network of fibers, and as such it seems well suited to its task of resisting injurious 
stretches^^^ (see p. 455). 

This idea that the contractile mechanism itself, the myosin chains, exerts no 
resting tension on stretching is somewhat at variance with the finding of 
Weber, who made artificial myosin threads containing, like muscle, 20% 
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protein, and found that they resisted stretch with the same tension as wouhl he 
expected from whole muscle of the same cross-sertion. Presumably the 
molecular configuration of the myosin chains differed in tliese two cases, those 
in the muscle fibers being perliaps more folded. Pclow a certain critical 
length, the artificial myosin threads showed plastic, rather than clastic, stretch. 

It may be concluded tentatively that in the resting muscle the myosin chains 
offer little resistance to stretch. If these myosin chains are really capable of 
shortening spontaneously (with release of considerable previously stored energy) 
as soon as some stabilizing influence is removed by the stimulus, this easy 
extensibility seems remarkable. If the protein grid is too stable to shorten, it 
might well be too stable to stretch without the application of an appreciable 
force. If, however, contraction involves the development of new “shortening 
linkages,” the high extensibility of the resting myosin is readily understood. 

When a resting muscle is stretched, other changes occur in addition to 
the mechanical increase in tension. Most important of these arc the 
increase in threshold of stimulation,’^^ a slight (ld%) increase in the 
velocity of conduction of the excitation wave [Wilska’“^’)» an increased 
alkalinity (Margaria’^^), and an increase in the rate of resting metabolism 
(Feng^^^). Apparently the stretch of the muscle has some sort of stimulat- 
ing effect, and this stimulation is diminished in amount by previous eliTtriral 
stimulation of the muscle, even if the muscle twitch is not diminished in 
magnitude. 

6). Stimulated muscles . — A plot of muscle tension against muscle 
length constitutes a length-tension diagram upon which can be rej)resented 
all the various types of mechanical behavior of the muscle.’-^ "Jlie nature 
of the length-tension diagram for resting muscle has alreatly been desrribed. 
The type of curve obtained for stimulated muscle varies with the nature of 
the stimulation. 

Many authors have confined their attention to the tension developed with 
single twitches. Thus Banus and Zetlin^^^ reach the conclusion that the 
tension of the contractile mechanism increases linearly with the length of the 
muscle until a maximum is reached, after which the tension increment caused 
by stimulation remains cojistant in spite of further stretch. 'J'hesc results were 
obtained with single twitches of mammalian muscles stimulated in situ. This, 
however, does not measure the maximum tension which the contraetde mecha- 
nism is really capable of developing at each length. It measures rather the rate 
of development of tension at each length, or the amount developed in the brief 
time of a single shock. 

To obtain information concerning the nature of the contractile mecha- 
nism, it is necessary to use the maximum tension developed in a tetanus of 
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1 Z 2 X. P. Feng, J. Physiol., 74: 441, 1932. 

□. Beck, Pflliger’s Arch. f. d. ges. Physiol., 193: 495, 1921-22. 
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indefinitti duration and optimal frequency. Only in this way can the muscle 
be kept more or less continuously in a state of contraction. The tension 
will increase to a maximum with increase of both duration and frequency, 
and it is this maximum which may best be regarded as an index of the 
fundamental tensile capacity of the contractile mechanism. After deduct- 
ing the resting tension due to the connective tissue, it is found that the 
increment of tension due to the tetanus increases linearly with length until 
the unloaded resting length is reached, after which it decreases more or less 
linearly until the length is about twice the resting length. (See Fig. 4B.) 



Fin. 4Ji. — Siiiglp ist>l:ilpd raiisclt's fibers. Drdiniile.s: lE'nsion developed (t nlal minus 
resting) in pereeiilage of the miixiinuin developed. Abscissa: length in percentage of the 
resting length. Kiuh symbol represenls a separate fiber. Measurements of R. W. Ramsey 
and Si))yl F. Slreel.^'® At lengths less than C0% the shortening is irreversible and the fiber 
is in the “delta state.” 

This property of the contractile mechanism is one of great importance 
as a clue to the nature of contractility. It is easily confirmed in human 
muscle so far as the lengths below the resting length are concerned. 
Over this range, the longer the muscle the greater the tension. Greater 
lengths cannot be investigalcd in man, since the resting length and the 
maximum extended lengths in the body arc approximately coincident. 

The length-tension diagram of the stimulated muscle indicates an increase 
of tension with increase of length, at least over the range of lengths which arc 
physiologically useful. This is by no means an obvious relationship, and, 
when pushed to its logical eonclusion, becomes a point of some importance in 
any attempt to formulate a theory of muscular contraction. If, for example, 
one imagines that a muscle consists of n cylinders of radius r arranged in 
parallel, which are caused to shorten as a result of a sudden inrrease in surfaee 
tension Air, then it is evident that the pull will be equal to 27 rnrAo', The radius 
will liave to be nearly molecular in dimensions, and n correspondingly large in 


12^ W. O. Fenn, J. Applied Fhysius, 9: 1C5, 1338. 
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order to explain the force. Now, if the volume of the fibers remains noiistatit 
as the length decreases, the value of r will increase, and, therefore, the total 
pull will increase so long as the change in surface tension remains the same. 
Hence, a length-tension diagram would be obtained in which greater forces 
were exerted at shorter lengths, or, conversely, if a muscle eouhl lift a load at 
all it would lift it as much as if the load weighed little or nothing. This theory, 
therefore, does not work very well. According to another theory, the force 
exerted by a muscle is due to an attraction between opposite electric charges. 
Oppositely charged metal plates attract each other with a force which varies 
inversely as the distance between the plates. According to this theory, also, 
the force should increase as the muscle grows shorter, and wc are confronted by 
the same type of difficulty as before. 

However, both of these theories [so far as this objection is concerned) can 
be salvaged by a supplementary hypothesis. As the muscle shortens, the con- 
nective tissue is pulled out of shape. Just as it resists an undue amount of 
displacement by stretching, so also it offers idastic resistance to increasing 
shortening, which strctclies progressively tlic transverse connective tissue 
elements. In the absence of a load, the tension of the contractile mechanism 
comes into equilibrium with the Iran.sverse elasticity of the connective tissue. 

In this condition, a small load will stretch the muscle a little, while a large load 
will streti’h it more in accordance with the length -tension diagram. The 
muscle will, therefore, behave as if it were an ordinary elastic body manifesting 
a stress more or less in proportion to the strain. 

Whole unloaded isolated iiiuscdes, when stimulated, do not shorten to 
more than 50 or 00% of their resting length. In the body, the antagonistic 
muscles, as well as the anatomical limitations of the joints, offer still other 
barriers to further shortening. The individual muscle fibers may shorten 
more in percentage than the muscle as a whole, but even so they do not 
shorten in the l)ody to more than 50% of their length. When individual 
fibers are isolated from frog muscles, they do not readily shorten to less 
than 63% of their resting Icngtii, but with continued stimulation they dr» 
proceed to shorten more slowly down as far as 20% (Ramsey and StreeU^^). 
After shortening over this unaccustomed range, the fiber is no longer capable 
of relaxation, and passes into what the authors call a “della state.” (See 
also Nageotte.^^®) 

In this new state, the fiber can be re-extended as before, anil it will give the 
same resting tension as the normal muscle. This means that the longitudinal 
fibers in the sarcolemma have not been changed in their clastic properties. 
When stimulated, however, the delta state fiber develops less tension than 
before, and, at all lengths below the resting length, it fails to relax. The 
diminution in the eontrartile force may indicate that some of the myosin 
chains folded up so much that they remained folded when the rest of the myosin 
chains were re-extended. There is, however, no evidence of this in the micro- 
scopic appearance of the fiber, which shows all the usual cross striatioiis after 
it has been stretched out again to the rc.sting length. Before such stretching, 

J. Nageotte, Campt. rend. Acad. d. sc., IBD: 761, 19li5. 
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it shows typical contracture bands. The failure to relax might be due to exces- 
sive bulging of the sarcolemma in the highly shortened muscle, so that the 
circular fibers were stretched beyond the elastic limit and broke. The elastic 
return would then fail to occur. If the shape of the length-tension diagram is 
to be attributed to the elasticity of the sarcolemma, then tJiis same elasticity 
may be responsible for the active relaxation of the muscle. It is evident, how- 
ever, that the sarcolemma alone is not strong enough to resist undue shortening 
when it is deprived of the added support offered by tlie connective tissue of the 
whole muscle. When stimulation is continued, the sarcoleiiima gradually 
bulges. Its resistance, however, makes it difficult for the inyusin chains to 
find room enough in which to fold up, and the shortening process is, therefore, 
much retarded. In the process of folding, some of the myosin chains or the 
micelles may break loose from their terminal attachments. This may eon- 
tribute to the delay of relaxation, and it may also eliminate a certain number of 
contractile units from future participation in the Jevelopment' of external 
tension. 

The plierinmenon of the delta stale offers some support to the theory 
that shorleiiing of the stimulated fiber, and, therefore, the shape of the 
leiigtfi-tensifjn diagram, is limited by the elastic resisLaiiee of the sarcolemma 
and the coniieetive tissue to bulging of the sarcolemma. Over the range 
of lengths between 65% and 16D% of resting length, the fiber acts in a 
reversible way. lleyond these limits, strettdiing or shortening becomes an 
irreversible process. It is reasonable to suppose that this irreversibility is 
due in part at least to rupture or tearing of the longitudinal or the trans- 
verse com])onents of the sarcolemma. Some submicroscopic damage may 
also be involved. 

In spite of these arguments, it is quite possible that the role of the sar- 
eolcmma in the leiigth-t [‘iision diagram has been exaggerated. It is neces- 
sary, therefore, to consider another ex]danaiion for the decrease in shortening 
with increasing loads. This explanation, which is perhaps more in accord 
with recent thinking on this subject, attributes contraetion to the foliling 
of myosin chains nr to the closing of suecessive links in these ehaiiis. If, 
when the muscle shortens, all liiiks do not close with the same tension, then, 
when the muscle subsequently lengthens again, some links will pull out with 
a small load, and others will resist extension until a large load is applied. 
'^J'hiis, a statistical distribution of various elements in the shortening mecha- 
nism will explain the type of curve obtained. 

Both of these explanations of the length -tension diagram appear to be 
reasonable, and both may contribute to the actual behavior. Consideration , 
of the second explanation would be much facilitated if an experimental 
length-tension diagram of pure myosin threads in the supercontraeted state 
were available anywhere in the literature, but nothing of the sort appears 
to have been published. How unif<)rm the various links of these chains 
may be in their mechanical properties, remains a matter of conjecture. 

From the work of Astbury, it is well established that the contractile 
mechanism consists of myosin polypeptide chains, which in the resting 
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muscle resemble the partially folded a-keratin. The myosin differs from 
the a-keratin in its side-chains, which are less firmly united, so that it is 
capable of a wider range of length changes. By heating in steam or immer- 
sion in caustic soda, the side linkages grouj)s, perhaps) are broken down 
so that the keratin can be readily extended or unfolded inlo the /0-keratin 
form, which has twice the natural length or can be made to shorten into the 
supercontracted form which has about 70% natural length. Thus, when 
the keratin is ‘"devulcanized ” it comes to resemble myosin. Astbury was 
properly impressed with this similarity between muscle and myosin, which 
was brought out most strikingly by the similarity between the x-ray diffrac- 
tion patterns given by the two structures. It leads to the idea that the 
resting muscle, which has the same configuration as myosin, is held in that 
position and prevented from shortening by side-chain linkages similar to 
those in a:-keratin. On stimulation, side-chain linkages may be loosened, 
thus permitting shortening to occur. On the assumptiuJi that the tension 
of the resting muscle is due to connective tissue the increment of tension 
due to stimulation at different lengths (see Fig. 45) must be due to ‘‘stimu- 
lated” myosin, and, in accordance with Astbury’s picture, must be similar 
to the length-tension diagram or force-elongation curve of supcrcon- 
tracted or devulcanized alpha keratin. It is hardly likely, however, that tlu' 
force of an clastic myosin thread would decrease when stretch eil beyond a 
certain point, as seems to be the case in muscle. The interpretation of the 
muscle curve at extensions greater than the resting length is, therefore, 
difficult. Possibly it means that at a certain degree of extension the points 
of mutual attraction on the polypeptide chains become too far aj)art for 
further interaction, or the force exerted might represent merely the number 
of links still existing in the alpha form. 

c)^ Time relation and latent period . — It is not proposed to tl is cuss the 
time relation of muscle contractions in any detail. Both the development 
of tension and the rate of relaxation are diminished by lowering the temjH'ra- 
ture and by fatigue. In the twitch, the isometric tension reaches its maxi- 
mum before the isotonic shortening. This is natural, since shortening can 
continue so long as the muscle is capable of developing a tension in excess 
of the load. The duration of the latent period between the moment of 
stimulation and the beginning of the mechanogram is also diminished by an 
increase in temperature. It is suggested that this represents some chemical 
reaction which supplies energy to the myosin. There are those who believe 
that the true latency is immeasurably short, or less than 0.4 milliseconds 
(Roos^^®), while others find an interval of about 3.3 milliseconds in the frog 
sartorius muscle at 20° C. (Snyder^^^), (Sandow^^**). It is still reasonable, 
however, to doubt whether any amount of increase in mechanical sensitivity 


J. Rods, J. Physiol., 74: 17, 1932. 

127 C. D. Snyder, Am. J. Physiol., 116: 441, 1936. 
1*® A. Sandow, Federation Proc., 1 : 77. 1942. 
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can detect the first curling of the myosin chains. The ini‘rliiiiitigrjiiii 
begins asymptotically, so that the true point of onset appears to depend 
upon the sensitivity of the apparatus. Recently, however, Saiidow,^^** 
using a piezoelectric crystal and a cathode ray oscillograph for recording, 
has reported an initial relaxation of the muscle before the first detectable 
increase in tension. The same observation has been reported previously 
by Rauh^^'^ and Fischer,^ and appears to indicate an increase in the 
extensibility of the myosin chain just before actual shortening begins, as if 
certain stabilizing side-chain linkages were broken before new “shortening” 
linkages could be established. During this brief interval, the weight is able 
to stretch the muscle slightly before the contraction begins. In the light of 
these results, the fjuestiori of the reality of the latent period loses some of its 
interest, and it becomes of more importance t[) learn what evidence of 
stoichiometric changes in the myosin may be detected during the apparent 
latent jjcriod. 

d). Types of contraction . — Contractions are conveniently classified into 
two groups: (1) those accompanied by shortening, and (2) those accom- 
panied by lengthening. 

An alternative classification is that proposed by the distinguished pioneer 
in this field, Ailolj)h Fick,’^^ to whom we owe so many important contribu- 
tions to the mechanics and energetics of muscle contraction; he it was who 
coined the familiar terms, isotonic [constant load) and isometric (constant 
length). Each of these, however, is-only an abstraction and seldom occurs 
in practice without very special precautions. On the other hand, all con- 
tractions observed in practice are accompanied by more or less shortening 
or lengthening. Moreover, the differences between these two types of 
contraction, particularly the differences in rates of energy supply, are of 
fundamental importance for an understanding of the nature of the con- 
tractile process; and the progressive change in the contraction, which occurs 
as the rate of shortening diminishes, and the rate of lengthening increases, 
provides a quantitative relationship of great importance as a clue to the 
nature of contractility. 

Theoretically, between these two types of contraction, there stands a 
third type, the isometric. With this addition, the following scheme will 
be helpful. 


129 F. Rauli, Zpilsrhr. f. Ttiol., 7B: 25, 1922. 

139 E. Fischer, Pfliiger’s Arch. f. d. ges. Physiol., 213 : 352, 192B. 

13^ A. Fick, Mech. Arbeit und Warm pent wick 1. bei der Muskellatigkeit; Leipzig, 1882. 

132 Wherever tension is steadily maintained without movement, wc may conveniently speak 
of an isometric ronlraetion, although the length certainly changes during the onset of tension; 
and even while external tension is apparently constant, the internal tension within the indi- 
vidual sarcomeres or inside the muscle fibers themselves is undoubtedly fluctuating with the 
arrival of each successive nerve impulse (Niuolai^^^). Some internal shortening, therefore, is 
undoubtedly involved, 

133 See ref, (72), 
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Type t)f LM)ntrartiDn 

Work 

Application 

Effect on tension 
□f increasing 
velocity 

Rate of 
energy 
supply 

Shortening 

Positive 

A r-f deration 

Decreases 

Increases 

Isoinetrie 

Nil 

Maintenance 



Lengthening 

Negative 

Decdcration 

Increases 

Decreases 


Some points illustrated in this scheme will require am^ilification later. 
It is only necessary to add here that a contraction accompanied by lengthen- 
ing is in no sense an artefact of the laboratory, but a phenomenon which 
occurs wherever muscles operate in antagonistic pairs. In such a case, 
the agonist accelerates a limb at the beginning of its stroke and the antago- 
nist decelerates it at the end of the stroke. During the latter prt)cess the 
muscle lengthens during contraction. 

e). Kquaiion of movement . — A part of the schema given above may be 
expressed more generally and more completely in the form of an equation 

dx d^x 

^ = - + - + + 

Tension = (load or elasticity) + viscosity + ac celebration 
(Energy) = (potential) + (heat) + (kinetic) 


X = I — lo and lo is the length at which T = d. a is a coefficient of elastic- 
ity and is constant only over a range of lengths where Hooke’s law applies. 
This states that the total tension T of which the muscle is capable (at the 
observed length and under continuous oi)timal stimulation) will be utilized 
either to balance a load [ir) or an elastic force (aj:) or to overcome viscous 


resistance 



or to accelerate a mass 



The energy will be in 


the ])rocess of conversion into potential energy (clastic or gravitational) or 
heat (viscosity) or kinetic energy (acceleration). 


Such an equation applies qf course lo all moving objects. Since wave 
inotioji can be analyzed in terms of moving objects, it applies also in its essential 
to the transmission of sound waves and meehanical waves, and to electric cir- 
cuits. (In elertrir- circuits, of course, T is potential, a is capacitance, h is 
resistance, and c is impedance.) 

A great variety of exi)CTiments on muscle have been analyzed with the 
help of this equation and with the assumption that T is constant for a given 
muscle at a given length. The object in all cases was the accurate descrip- 
tion of the mechanical properties of the muscle in bf)th the resting and the 
stimulated conditir)n. Thus, a small hammer is allowed to strike against a 
muscle and the extent and rate of the rebound are measured (Steinhausen,'^" 


W. Steinhauscn, Pfliiger’s Arch. f. d. ges. Physinl., 212: 31, 
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Richter^®^) or a suspended muscle is set into a to-and-fro rotation around its 
longitudinal axis [Weber, Lin dliard and Moller^^’’) or alternately stretched 
and released by attachment to a vibrating spring, and the period and damp- 
ing of this oscillating movement were recorded (Gasser and Hill,^"^^ llogben 
and Pinhey^^®). 

The results of these and similar investigations are not in good agreement. 
So far as the elasticity is concerned, some have reported a decrease in elastic- 
ity due to contraction, some an increase,^^®*^^“and someno change. 

This confusion is due chiefly to difficulties in interpretation which may be 
illustrated by one of the experiments of Gasser and Hill.*'*'* They found that, 
for a given sudden stretch of the muscle, the rise of tension was much greater if 
the stretch was applied immediately after stimulation than it was if applied at 
later or earlier periods. The experimental result is very clear and is confirmed 
by the work of Marceaii and Limon.'^^® Since elasticity is proportional to AT 
(tension)/AL (length) this result may be said to indicate an increase in elasticity. 
This maximum elasticity was obtained, however, at a time wlien the tension (at 
least, the internal tension, if not that manifested externally) was increasing any- 
way, just because the muscle had been stimulated, and not because of the 
stretch. Two faetors contribule therefore separately to increase the T at this 
moment. The interpretation is accordingly complicated and it might well 
be argued that no change in the fundamental mechanical properties was 
indicated. 

Similar difficulties exist in the attempts to measure changes in viscosity 
of muscles during contraction. Gasser ami Hill have reported an increase, 
but Hogben and Pinhey,^^® with essentially the same method, found no 
certain change. Petit^"^^ f[)und also an increase, but Wiiiton,^"^^ in smooth 
muscles, found an increase with direct current stimulation, and a decrease 
during actual contraction with alternating current stimulation (followed 
by an increase just after contraction). The writer has long maintained 
that what has been called viscosity in muscles is largely a delayed shorten- 
ing, due to limitations in the rate with which energy for shortening can be 
mobilized, and IlilP^^ has in ore recently accepted essentially this view. The 
story about muscle viscosity, therefore, has become outmoded at just about 
the time when it succeeded in making its first appearance in the textbooks 
of physiology. 


13B p Rirhtor, T’flilgpr’s Arch. f. d. ges. Physiol., 218: 1, lO'ZT. 

i3Bp^ Weber in Wagner’s Handworterbuch. d. Physii)]., Ill, part 2, 110: Rraun.schweig, 
1846. 

J. Lindhard and J. P. Mbller, Skandinav. Arr-h. f. Physiol., 64: 41, 1.^28. 

H. S. Gasser and A. V. Hill, Proc. Roy. Sor., B 96: 3.08, 1024. 

Hogben and Pinhey, Rrit. J. Exper. Riot, 4: 106, 102C. 

140 p Marceau and M. Liinim, J. de physiol, ct de path, gen., 22 : 703, 1024. 

Jean-Louis Petit, Areh. inlernat. de physiol., 34: 113, 1031. 

142 F. R. Winton, J. Physiol., 84 : 47P, 1036; 88: 492, 1.037. 

A. V. Hill, Pror. Roy. Soc., B. 12B: 136, 1038. 
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7. Chemical Changes Associateil with Contraction, — re). Aerobic. 
The rate of oxygen consumption is enormously in creased as a result of 
contraction. Using a thin frog sartorius muscle in a respirometer, this 
increased oxidation persists for some thirty iniiiutes.^^^ The increasetl 
oxygen intake apparently begins before the inereasfid excretion of carbon 
dioxide. This could be due, in small part, to the smaller diffusion constant 
of the carbon dioxide, or possibly to deficiency in carbonic anhyilrase, but 
it is chiefly due to the increased alkalinity or binding capacity of the 
muscle, resulting from phosphocreatinc breakdown. 

Millikan has shown by spectroscopic observations of the muscle 
hemogl[)biii bands during stimulation, that oxygen is userl almost simultane- 
ously with the contraction, and it has been argued (Sacks^^*^) that oxidative 
energy is primarily available for direct use during contraction, and that 
it is not purely a phenomenon of recovery. According to this theory, it is 
only in the absence of free oxygen that lactic acid is formed which must be 
removed in recovery. It has been shown, however, by I). K. Hill,'^^ 
using a thin muscle in a respirometer at low temperatures, that even when 
free oxygen is continuously available, it is not used until the contraction 
is over. At low temperatures, the rates of reaction are so murdi slowed down 
that the rates of diffusion have very litlle effect uj)on the rate <d‘ oxygen 
consumption, and correeLion can be made for this delay. The analysis 
shows that the usage of oxygen coincitles in lime with the appearance f)f the 
recovery heat, even uniler these special coiulitions. Since recovery heat 
always follows the contraction, if can be concluded that the use of oxygen 
also is a recovery process, even at higher temperatures. Idie studies of 
oxygen consumption show, therefore, that the contractile machinery is not 
coupled directly, but only indirectly, with an oxidative reaction. 

Measurements of the respiratory quotient indicate that it is carbohy- 
drate which is used directly for the ultimate supply of energy for recovery. 
When the R.Q. indicates a burning of fat or protein, these substances are 
used only indirectly after conversion to carbohydrate (GeiniiiilP'*^). Even 
in isolated frog muscles, the excess respiration resulting from activity has 
an R.Q. somewhat less than 

There is evidence that the resting respiration of muscle differs in nature 
from that initiated by contraction. The latter can be inhibited by a con- 
centration of sodium azide, which leaves the resting metabolism unaffect eil 
(Stannard^^'*). It is proposed that the latter is not mediated by the cyto- 
chrome-oxidase enzyme system. 

Energy measurements made simultaneously by direct and indirect 

W. O. Fenn, Am. J. Physiol., 83: 3DD, 19^27. 

Gr. A. Millikan, Prou. Itny. Sop., London, B. 123: 218, 1937. 

J. Sacks, Physiol. Rpv., 21: 217, 1941. 

D. K. Hill, J. Physiol., 98: 297, 1949. 

C. L. Geinmill, J. Cell. & Comp. Physiol., 8: 277, 1934; spp also W. 0. Fpnn, ihid , 2: 
233, 1932. 

J. N. Stannard, Am. J. Physiol., 126: 19B, 1939. 
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calorimetry have shown that (within the limits of error of the method usL‘d) 
all the heat developeil in an isolated muscle during contraction can be 
accounted for in terms of the oxygen used (Fenn^'’“). This is, of course, to 
be ex])ected. The disposition of this total excess oxygen which is used in 
recovery from contraction is shown in Fig. 47. In the diagram, it is assumed 
that, after contraction, the metabolic products (chiefly lactic acid) requiring 
oxidative removal are equivalent to 1 gram of glycogen. The complete 
combustion of this would require 9809 calories, but Meyerhof has shown 
that only Js of this need be burned for complete recovery. The total 
oxidative energy is therefore 7R0 calories. Ibit if oxygen is ailmittcd to the 
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Fjo. 47. — Energy disigram Lulcululrd fur a uiuscle in whiih 1 gram of glyiogm lias bren 
luriu'd iiiLo Lutic arid as a result of stimulation. All absolute values art? approximate and 
vary with ihe ronditions. 

muscle after an anaerobic contraction, only about 389 calories will appear 
as heat. The remainder, described as latent heat, serves to reverse the 
initial heat or the anaerobic processes, which, all together, liberated during 
contraction about 389 calories per gram of lactic acid formed, the exact 
figure depending on the amount of phosphocreatine breakdown, the fatigue 
of the muscle, and other conditions of the experiments.^*"^ This 389 calories 
of initial heat is equal to the latent heat of recovery, and is the algebraic 
sum of the heats of all the anaerobic processes of contraction, including the 
formation and neutralization of the lactic acid, phosphocreatine breakdown, 
etc. Only about half of the energy which appears as initial heat can be 
used for work, the remainder being wasted as maintenance heat, or as 
unexpended mechanical potential energy (i.e., relaxation heat). The 
maximum amount of energy which can appear as work under optimum con- 

iBo Q p Harvey Lerturps, 23 : 115, 1927-28; or Medicine, 7 : 433, 1928. 

0. Meyerhof, NaturwiMHenschaften, 19 : 923, 1931, 
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dilions Avill be erjiial to the free ener^^y of the reaction which is indirectly 
coupled energetically with the shortening of the myosin chains. Since 
myosin has been itlentified as the enzyme essential for dephosphorylating 
.iile!i\l|i\ |■"|lllli-jll:.ll^ . it seems most probable that it is the free energy of 
this reaction, which a])pears as work.^^^ In general, the work amounts to 
only about half of the inilial heat, or 25% of the total oxidative energy. 
The efficiency of isolaierl muscles is less than these figures from human 
experiments, but IlilP^’^ has recorded an initial efficiency of 43%; or 20% 
for the whole cycle. 
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Piu. 48. — Diaffrjuii rpprt‘sen|iu^ various L'lic'r^y rrsiTVt»irs in inusilo. JCncrgy is derived 
from Dxidalioii, glycolysis [lactic), phospho creatine hreakduwii (PL'), or adcnylpyrophDsphalL' 
breakduwii (APP). 


6). Anaernhic chanjeff, — There is so much coTnj)lexity to the anaert)bic 
changes which occur in muscle contraction, that no attempt will be made to 
give a thorough review of the subject. It will be sufficient to present the 
theory of Lohinann and Meyerhof, which illustrates Ihe probable rela- 
tion between the three most important of the chemical reactions concerned. 
This can best be doTie, jierhaps, by the use of a simple model illustrafetl in 
Fig. 48. The four chi ef en ergy reservoirs are represented, and th eir capaciti es 
in calorics per gram of muscle are indicated. The stimulus releases a flow 
of energy, whieli is transformer! by the myosin machinery into mechanical 
work, with some waste heat. In this process, the energy levels in the varif)us 
reservoirs fall below their resting levels. In some way, any such displare- 
ment of level “calls” for increased oxidation for recovery. When energy 
is drawn frf)m the first reservoir by the breakdown of adenylpyrophosphate 
(APP), this is rejdeiiished at the expense of phosphocreatinc (PC). A 
hreakilown of PC, in turn, is replaced from the reservoir which represents 
the energy to be derived frmn lactic acid formation. The coupling between 

162 D. M. NeL‘dhaiii, Rii»t lieiii. J., 3B: 113, 194‘^. 

16^ A. V. Hill, Proc. Roy. Sor. LondfUi, B, 127: 434, l.‘)3!), 

164 K. Lolinninn, Naturvvissc'iisL'liaflcn, 22: 499, 1931. 

^ 16^0. Meyerhof, Ergebn. d. Physiol., 39: II), 1937. 
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glycolysis and PC resyritlicsis occurs again through a phosphate transfer 
from 1"3 diphosphoglyeeric and phosphopyruvic acids. 

The schema indicates that all these reservoirs could be returned to their 
resting levels at the exjjense of oxidative energy alone, and there is good 
evi lienee for this, at least in the case of lactic acid and phospho creatine. 
The flow of oxidative energy can be blocked by KCN or sodium azide 
(NaNa), and the energy from glycolysis can be stopped by iodoacetic acid 
(lAA), which inhibits the conversion of Iriosephosphate to ]>lin.sphogly(‘crir 
acid, this being the first step of great energy yield in the process of lactic 
acid formation. When this block is a])plied, the phosphocreatine is readily 
lowered by stimulation to the level at which rigor mortis sets in. In the 
absence of lactic acid formation, tliis is an alkaline rather than an acid rigor. 

The breakdown of 2 mols. of phosj)ho creatine yiehls just enough energy 
to cause the resynthesis of 1 mol. of aileiiylpyrophosphate from adenylic 
acid. The matter is still further complicated, however, by the fact that 
adenylpyro])hosphate reacts also with glycogen to give hexosediphosphate, 
and, evejitually, the adeJiylic acid formed can also be phosphorylated once 
more by reaction with subse(|uent intermediary products, such as triosephos- 
phaie and phospho])ynivie acid. The more recent evidence, moreover, 
indicates that myosin also combines with phosphate at some point in the 
cycle, probably receiving it from adenylic acid (see pp. 485 and 521). 
Thus it may be said that pliosfdioric acid is passed from adenylic acid 
through myosin to hexose, which forms lactic acid and gives it to creatine, 
which finally returns it to adenylic acid. The reactivity of all these com- 
pounds is, therefore, much facilitated ))y the phosjdioric acid, llecent 
discussions of the subject are given by Needham and Meyerhof.’^^ 

The evidence that adcnylpyrophosphate is the first source of energy to be 
called upon has been incnnif)lete, because of the difficulty in showing that 
the amount of this substance present in muscle is aj)preciably diminished 
after activity. In the light of this scheme, it would have to be assumed 
that it is rebuilt about as rapidly as it is broken down. Studies with 
radioactive phosphate show evidence of the expected turnover in APP 
phosphate if due allowance is made for extracellular j)hosphatB (Purchgott 
and Hhorr^®’). Indirect evidence of the correctness of this view, as illus- 
trated in Fig. 48, has been supphed by measurements of the changes in the 
volume, opacity, and pH of the muscle. 

c). Volume changes . — A decrease in volume on contraction was first 
reported by Ernst,^**" and was extensively studied by Meyerhof and Mbhle,^®^ 

M. Needlmm, PlinptiT in Perspei-tives in Biochemistry, ed. by J. Needham and 
D. E. Green: University Press, f 'ambridge, 1D38, p. 201. 

0. Mpyerhof, Biol. 8ymp., 3: 2D3, 1041. 

J. Sai-ks, Physiol. Rev., 21 : 217, 1941. 

F. Funhgott and K. Shorr, J. Biol. C^hem., 161: B3, 1943. 

E. Ernst, Pfliiger’s Arch. f. d. ges. physiol., 209 : C13, 1925. 

f). Meyerhof and W. Mohle, Biochein. Ztschr., 260: 454, 4C9, 1933; 261: 252, 1933; 
2B4: 1, 1936. 
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Meyerhof and Hartmann,' ““ anrl Hartmann Meyerhof and Hartmann^®^ 
iiavD measured the volume change which occurs with each of the chemical 
reactions pictured in Fig. 48. l^actic acid formation causes an increase of 
24 cc. per mol., while the dc])hos])horylation of phospho creatine and 
adenylpyrophosphate causes decreases in volume of 14 and 21 cc. per mol., 
respectively (Hartmann' Using these figures, it was possible to account 
quantitatively for the observed decrease in volume on the basis of chemical 
analyses for lactic acid, APP, and PC. This was true, however, only when 
muscle was prevented from engaging in spurious reaction with the surround- 
ing Ringer’s solution, by iriimersing it in ])arafhn oil. Willi this refinement. 




Fio. 4.*)- PpptT curve repri*HL*iits teiisifui devclcipcMl in siiccrhsivp 'i-sei*i>nd lelani of ii 
frog giistrorncmius niiisule under piirnffin oil. (Corresponding deereusos in volume (up stroke) 
in the next lowest eurve. Refor[| taken later in the same series of tetiini (with altered ealihra- 
tion) is shown in the two lower records. (After Hartmann J 


the method provides a valuable mcajis of determining the time relations 
of the chemical reactions involved in the contraction of muscle. In later 
studies, however, by Meyerln)f aiul.Mohle, in which the muscle volumes 
were followed over longer periods of time, the agreement was less good and, 
in general, some further factor causing a decrease in volume had to be 
postulated. This discrepancy might possibly be due to increase in intracel- 
lular water, decreased solubility of the myosin, or liberation of the potassium. 

An interesting experiment of Hartmann’s, using this method, is illus- 
trated in Fig. 4.9, which shows the tension (upper curve) and the volume 
changes (lower curve), in a series of 2-second tetani in a gastrocnemius 
muscle, immersed in the dilatomelcr under paraffin oil. In each tetanus, 
as the tension rises,fthe volume decreases rapidly, indicated by a rise in the 
curve, and more slowly as the tension is maintained at its plateau level. In 

D. Meyerhof and H. JLirtmanii, Nalurwissenachaften, 21: B61, 1033. 

^“'*11. Hartmann, BioLhem. Ztschr., 270 : 1R4, 1934. 



Phap. 33] 


MUSCLES 


483 


relaxation, the formation of lactic acid predominates, and the volume 
begins to increase. At fir.^^t, the volume remains smaller, aiid the curve 
higher, after each successive relaxation, than it was originally, but, as lactic 
acid accuniulali's, the volume begins to increase more and more, and this 
continues until the ])oint of com])letc fatigue. '^I'he last tetani of the scries 
arc illustrated (with altered calibration values) in the lower two curves. 
A slight decrease of volume with each tetanus still remains, suggesting that 
no tension can be fleveloped unless some volume-decreasing reaction, like 
dcphosphorylation of APP or is av'ailable. Since the first change in 
volume which occurs on slimulation is a ilccreasc, this sup])orts the idea 
that PP or APP breiikdown occurs nearly simultaneously with the actual 
contraction. 

Thus, it appears that the vfdnme changes of a muscle can be used to some 
exteJJt as an instantaneous index of the chemical reactions occurring inside 
the muscle fibers. The method must be used, however, wilh caiitir)n, for 
Fischer^^^ has observed an increase in volume of the sarlorius muscle when 
stimulated at high initial tensions. This matter deserves furthc'r investiga- 
tif)n, for it suggests that, all the factors have not been successfully elucidated. 

d) . O'pacity.- At the moment of stimulation, a muscle becomes more 
transparent, due to phospho creatine breakdown, and this effect is more 
slowly reversed in relaxation (von Baeyer and von Muralt"'^). Lactic acid 
formation causes an increase in the opacity if the muscle is in Ringer’s 
solution, where swelling and an increase in the volume of the colloidal 
particles can occur. Thus, in heat rigor, lactic acid forms, and the muscle 
becomes opaipie, while in iodoacetate-puisoned muscle the lactic acirl no 
longer forms, and rigor causes a decrease in opacity. This method con- 
firms, therefore, the conclusions obtained by other means. 

It should be pointed out, however, that the opacity of the muscle will 
vary greatly with the wave-length of the light that is used. The result 
described was obtained with white light, and may [lepend upon a change in 
the amount of light scattered by the muscle proteins. A more specific 
effect is obtained if a wave-length is used which correspoiiils to the absorp- 
tion band of a sj)ecial chemical constituent of muscle, such as those of 
myoglobin, the yellow ferment, or cytochrome. In this way, it can be 
shown that, within 5 D milliseconds after stimulation, the yellow ferment and 
cytochrome are reduced as is indicated by increases in the opacity of the 
muscle to the particular wave-lengths used. The reduction of the myo- 
globin begins 0.22 seconds after contraction. 

e) . p//.---Many investigations indicate an initial increase of pH on • 
stimulation, which is followed later by a decrease. In a respirometer, the 
alkalinity can be shown by the absorption of COn, and the acidity by an 

194 PisL-her, Biol. Symp., 3: 211, 1941. 

K. von Bapycr aud A. L. von Mur.alt, BflUgcr’s Ardi. f. d. Physiol., 234 : 233, 1.934. 

G. A. Millikan, Prop. Roy. Sop., B. 123: 21H, 1937. 

P. Urban and H. B. Peugnet, Prop. Roy. Sdc., B. 126: 93, 1938. 
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elimination of CO 2 (Lipmann and Mi*yi With a glass electrode, 

similar changes have been demonstrated in hu’man arm muscles (Maisoii, 
Orth, and Lemmer^®^). With a somewhat modified glass eleetrofle 1*ech- 
nique, Dubuisson^^^ has obtained confirmatory results in isolated muscles. 
In general, a muscle shows an inereaseil alkalinity early in contraction which 
gives way to an acidity from lactic acid formation in recovery. The time, 
relations are more accurately analyzed in a slow, smooth muscle (frog 
stomach), from which the data for Fig. .50 were obtained. Similar results 
were obtained, however, in gastrocnemius muscles. The dotted line shows 
the tension as a function of time in seconds. The other curves show heat 
production in cal. X 11)“^ per gram of muscle, as calculatcil from tlie observed 


Cal. 10“®gr/muscle 



P'lU. 51), — Ordiiiales: Knur^jy iiiaile availalik* fniiii S (liffereiit cht^inical rrai’lirjiis mh .1 
function of time. Abscissa;; time in SL*conds. The dotted line represents the tension ileveloped 
as a result of a stimulus at time D. Data estimated from the chan^fcs in jdt recorded as a 
function of time in frog stomach muscle. Adenylpyrophosphate breakdown represented by h, 
phospho creatine breakdown by r, and laelic* acid formation by d. (After Diibiiisson.^^®) 

pH changes. The earliest curve, h, represents the breakdown and resynthe- 
sis of adenylpyrophosphate. Curve c, representing the breakdown and 
resynthesis of phosphocreatine, begins to rise as b falls. Finally, curve d 
represents the heat produced by the formation of lactic acid, which is the 
only metabolic product rciimining after 30 seconds. In a later jtubli cation, 
Dubuissoji^^^ discusses a still earlier phase of increased acidity, which is 
observed in short isometric or in isotonic contractions of the sartorius 
muscle. When a muscle is stretched, he finds, in agreement with Mar- 
garia,^^^ that it becomes alkaline. Hence, when it shortens isotonically it 
should become acid, as Dubuisson found. This change is attributed to a 
change in the isoelectric point of the myosin as a result of the stretch. 
Myosin would, therefore, be expected to liberate base when it is elongated. 
This curious reaction may play some role in the electrolyte changes of muscle, 

F. Lipmann and O. Mpyerliof, Biocliem. ZLsfhr., 227 : 84, 1D30. 

( 1 . L. Maison, O. S. Orth, and K. E. Lemmer, Am. J. Physiul., 121; 311, 1938. 

M. Dubuisson, Annalea ds Physiol., 16: 443, 1939. 

M. Dubuisson, Arch, internat. de physiol., 50: 21)3, 1949. 

R. Margaria, J. Physiol., 82: 496, 1934. 
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and, because of it, the initial pll change varies in different muscles according 
to the load and length of the muscle. 

It is not certain just where, in this phosphate cycle, the contractile 
machinery comes in, or in what particular form the energy has to be pre- 
sented in order to cause contraction. An interestijig suggestion made by 
Kalckar^^^ is that myosin itself combines witli phosphate, which might 
serve as one of the side-chain linkages in the myosin grid. If this phosphate 
stabilizer were removed on stimulation, it could then start the energy cycle 
going by reaction with one of the other components in the phosphate cycle, 
and the protein chain, freed of the stabilizing influence of the phosphate, 
would be able to release its previously stored potential energy. Finally, after 
the end of stimulation, the phosphate could recombine with myosin, thus 
pulling the protein chains back to their previous resting length and storing 
up potential energy for another contraction. This postulate has at least 
the advantage that it illustrates for the first time a possible method of 
energetic coupling between the anaerobic reactions and the contractile 
meehanism proper. 

The most recent development in muscle chemistry Is the discovery that 
myosin itself acts as a dephosphorylating enzyme, and therefore participates 
directly in the phospliate cycle. The importance of this for the theory of 
muscle contraction has already been mentioned under myosin, and will be 
discussed further at the end of this chapter. 

/). Impedance . — For the measurement of the impedance during con- 
traction, the muscle is placed between electrodes and balanced electrically 
in a Wheatstone bridge circuit, using a high-frequency alternating current. 
In strictly isometric contraetioiis, such as can be obtained in a sartorius 
muscle, there is an increase of inipe<lance (Bozler’^*^). A shortening of the 
fibers, however, is acconipaJiied by a decrease of impedance (Dubuisson^^^). 
The greater the shortening, the greater the change of impedance. In the 
isometric contraction, the increase in impedance is analyzed into a quick 
component, which reaches its maximum before the tension maximum, and a 
slower i)rocess, which is approximately coincident with relaxation. 

The interpretation of these two processes is difficult, but they correspond, 
respectively, fairly well to the myosin-ad enylpyrophosphate reaction and 
the phosphocreatinc breakdown, and have been so interpreted by Dubuisson. 
In time relations, they also correspond to the spike and the after potential 
of the electrical change of muscle. It is usual to think of action poten- 
tials as reflecting the potential difference across the surface membranes of 
the cells. A similar explanation could also apply to the high-frequency 

173 H. M. Kakkar, Chem. Rev., 28: 71, 1941. 

174 E. Bozler, J. Cell. & t^omp. Vhy.siul., 6: 217, 1935. 

175 M. Dubuisson, J. Physiol., 89: 132, 1.937. 

17“ H. Schaefer .and 11. (.Topfert, Pflllgcr’s Arch. f. d. ges. Physiol., 238: BB4, 193B;239; 597, 
1937. 

177 r;. H. Bishop and A, S. (filson. Am. J. Physiol., 82: 478, 1927; 89: 135, 1929, 
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imperlance. It is not iinpossiblis however, that the effect is an expression 
of a change in the state of agiireg.-il imi of the myosin, which would not be an 
exclusively surface process. This idea is confirmed by the parallelism 
between the decrease in double refraction, which likewise occurs in two 
peaks (von Muralt^^^). Fischer^^® has indicated theoretical reasons why a 
change in double refraction of myosin should result in a change in impedance. 

8. The Thcrmoelastic Effect. — The mechanical behavior of muscle, 
as well as its ultrastructure, has already been considered. We must now 
deal with another method of attack, which is concerned with the interpreta- 
tion of the mechanical beliavuor of muscle in terms of its ultriistructure; it 
represents an approach to the problem through the ])riiiciplcs of thernio- 
dynamics. Unfortunately the method is really a])plieable only to the resting 
muscle, although some attempts to extend the application to the stimulated 
muscle have also been made. 

The general principle of the method may be illustrated by a concrete 
example. It is known that a muscle, over certain ranges of length, gives off 
heat when it is stretched, and cools when il is released. This was originally 
shown by Hei<lenhain^^™ and was confirineil by Ilartree and IlilP"^^ and by 
Feng.^^^ (/onversely, this same reaction shouhl be reversible, so thal the 
addition of lieat to the muscle or an increase in its teinperaLure should cause 
it t[) shorten or to increase its tension, ddiis deduction from the ])rin- 
ciples of therinoilynainics was worked out by L[)ril Kelvin, and the rcla- 
tionshij), as exj)ressed by Hill, is represented by th(‘ i‘(|uation 


Q 


(increase rd‘ tensit)n) ('mean length) 


where Q is the heat in calories, a the coeflicient of thermal expansion 
T the absolute temperature, and where tension is exj)ressed in gins, weight 
and the length in cm. In this rcs])ect, muscle behaves like rubber and 
unlike most other elastic bodies. Jf now we can tell, from thermody- 
namic principles, what kinds of idtraiiiicrnsco])ic structures liehave like 
muscle, and what kinds become cooler when they are stretched, tluMi we 
shall learn something about the ultrastructures in muscle, which arc respon- 
sible for the manifestation of tension. 

The theoretical treatment of this subject lias b(‘en presented by Meyer 
and Ferri^*^® and Meyer and Pieken.^''** Only an abbreviated presentation 
will be attempted here. Two fundamentally different mecliaiiisms for tlie 
development of tension on stretching may be distinguished. These may 


A. vnn Murall, Pflupcr’.s Arrh. f. d. gt\s. IMiy.sio]., 23D: '■29.4, 1932. 

Biol. Syiiip., 3: 211, 194-1. 

Heidruliaii], Zt>ntr:dl)l. f. iiifd. Wi^^s., 1: 51.7, 18(i3. 

A. Hill and W. Ilartrpc-, I’lid. Tr., 210: 153, 1921. 
y. Frii^, J. Physiol., 74: 455, 1932. 

K. H. Mryer and Forri, Pfliigcr’s Artdi. f. d. Physiol., 23B ; 7H, 193fi. 

K. 11. und-L. E, 11. Picken, Pror. Roy. Sue-., Loudon, B 124 : 29, 1937-38. 
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be illustrated by [A) a steel spring, and (7i) a gas put under pressure by the 
stretch (l^^ig. 51). In tlie first case, the mnlecules of the steel are pulled apart 
and displaced from their positions of minimum energy. As work is done on 
the spring, an equal amount of potential energy is stj)red in it, and there is no 
exchange of heat. In the case of a stretch which is resisted by the compres- 
sion of a gas, as in B, the work which is done against the gas in compressing 
it appears as heat in the gas, and is not stored 
as potential energy. Conversely, when pressure 
is released, the work the gas does in expanding 
back to its original position is derived from heat 
energy, and ap])ears as a cooling of the gas. The 
resisting force is due to the bombardment of the 
molecules against the piston. The movement is 
merely tlie statistical result of the larger con- 
centrations of molecules which are present below 
the piston. 

A third type of structure, (\ is really a modi- 
fication of type B; it consists c»f long molecules 
fasteiieil together in chains. The movements 
of these molecules are not quite random, because 
they arc somewhat restrained by the chain struc- 
ture. When the structure is stretched, the 
restraint is increased, just as the molecules of a 
gas are more restrained when the piston in B is pulled down and the gas is 
compressed. It is the ten deucy of the molocides to revert to a m ore random 
position, or to increase the entropy of the system, which is responsible for 
the restoring force in both cases. 

The classical example of type C is rubber. A useful lecture table 
demonstration can be set up with a steel spring and a rubber band, each 
supporting a weight, and so attached to a light lever that changes in length 
are greatly magnified. If each of these structures is warmed slightly with a 
match, the steel spring lengthens while the rubber band shortens (unless the 
load is too small). Likewise, if the rubber is suddenly stretched it will feel 
perceptibly warm if placed against the upper lip. Similarly the gas in type 
B warms up when it is compressed. Rubber is composed of long primary- 
valence chains which can fold and unfold to give long-range elasticity, and 
which, by their regular orientalioii when stretched, cause birefringence. It 
is possible to account quantitatively for the elasticity of rubber by the 
entropy changes. Since muscle shows the same type of thermoelastic 
behavior as rubber, it is natural to transfer to muscle the theoretical con- 
cepts which have been developed so thoroughly for rubber, and to explain 
the elasticity of muscle by the thermal agitation of the myosin molecules 
which tend to resist the forced longitudinal orientation. 

Some samples of rubber show a short Hooke’s law region in the begin- 

W'ohlisch, Kolloid-Ztsuhr., B9: 239, 1039; Naturwissenschaften, 28: 31)5, 1940. 
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ning of a stretch, and over this range they belong to the A system (Guth^^“). 
Meyer anti Picken^^^ found the same thing for resting muscle, but Wbhlisch 
and Renk'^^ do not find this when most of the connective tissue is eliminated. 
All observers agree that both rubber and muscle behave like the A type at 
large extensions, where molecules are pulled apart out of their positions of 
minimum potential energy. In the muscle, this is attributed to the connec- 
tive tissue elements which begin to resist further stretch at this point. Like- 
wise, at such lengths, muscles begin to lengthen instead of to shorten with 
increase of temperature they become cooler instead of warmer on 
stretching. This interpretation of the reversal of the thermoelastic be- 
havior at large extensions is confirmed by the behavior of the connective 
tissue itself, which definitely belongs to the A type of elasticity, which 
always cools on stretching. 

This analysis of the resting muscle according to the thermc) elastic 
theory appears to show that the tension of the muscle during extension is at 
first due to the decrease of etitropy of the myosin chains, and, at grcatei 
extensions, to the elastic potential energy of the connective tissue. 

Some attempts have also been made to extend llie theory of elasticity of 
rubber to cover the active emitraction of muscle. Tins is the tliermokiiictie 
theory of Wrihlisch.^*’'’ A 1 esL of this theory iniglit he found if it could he sliown 
that the force exerted by the contractile machinery increases in proportion to 
the absolute temperature. According to Bernstein/'^^ the force in a muscle 
twitch decreases with rise of temperature, and has, therefore, a negative tem- 
perature coefficient, like surface tension. This, however, can easily he shown to 
be due to the fact that the heat production is also increased by a slowing of the 
reactions which accompanies the fall in temperature.^'’^ The amount of tension 
produced per unit of energy liberated is independent of the temperature. The 
constancy of the T/H (tension to heat) ratio in twit dies at different ten ijieratures 
would seem to indicate that temperature had little effect upon the contractile 
machinery itself. This is not in conflict with the thermokiiielic tlieory, whiih 
demands only an increase of about 10 % in tension for a rise of 30°C. in tempera- 
ture. It would seem that more reliable evidence could be obtained from the 
effect of temperature on the isometric tetanus tension. It would be necessary 
to choose a maximal stimulus and a frequency wliieh is sufficiently high Lo pro- 
duce maximal economy (Bronk^“^), even at the highest temperatures. It might 
be argued, then, that the tension so produced at cadi temperature would repre- 
sent tlie maximum of which the myosin machinery was capable. On this basis, 
it appears that, in striated muscle, temperature increases the tension produced 


(luth, J. of Applied Physics, 10: ICl, 1939. 
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(Ilartrce and Gad and Hi'ymans^®'*). Jn smooth muscle, however, the 

tension decreases under similar eondi Lions (Wiiiton’^'*). It is doubtful whether 
this can be taken as a fuiulamental difFerenee between these two types of muscle. 

It seems more likely that the interpretation is incorrert, and that there is no 
certainty that the supply of energy ran be made optimal at all temperatures. 

In striated muscle, the energy liberated at different temperatures increases more 
rapidly with temperature than the tension developed, and the increased tension 
may reasonably be attributed to the increased amoujits of energy available. 
The experiment of Wintoa with smooth muscle may then be attributed to the 
fact that the heat did not increase with temperature sufficiently to c[)mpensatc 
for the more rapid dissipation of the tension. These difficulties of interpre- 
tation make it impossible to obtain a satisfactory test of the thermokinetic 
theory by temperature effects. 

It should be emphasized at this point that it is the resting muscle which 
resembles rubber in ils therm f)elas1ic effect. In the stimulated musele, 
exactly the opj)osite behavior is encountered — shortening liberates more 
heat, wliile stretching decreases Ihe heat ])roducti[)n.'‘‘’'* Taken at its face 
valiiis this does not support the idea that the active contraction of a muscle 
is merely a matter of ftireefidly oriented molecules seeking a more probable 
position by random heat movements. To apply this theory, some excuse 
must be found for the heat. Nevertheless, Karrer^'^"^ has supposed that the 
long chain molecules are held taut in the resting muscle by some stabilizing 
influence which is sudd(*nly removed at the moment of stimulation by the 
excitation process. The resulting contraction should be accompanied by 
ct)oling, so the observed heat must be attributed to some other purpose. 

The a?ialogy between rubber ami musele is also illustrated by the fact 
that an increase of external pressure causes a shortening in both, as was first 
shown by Ebbecke and Hasenbring.^^® Both structures have a high com- 
pressibility and a low extensibility in the direction of the fibers, and viee 
versa in the direction across the fibers. In other words, they show elastic 
anisotropy. From this point of view, the shortening is to be regarded as 
a purely physical effect rather than a physiological response. It leads 
Wohlisch^^'^ to siipjiose that, at the moment of contraction, some change 
occurs in the muscle, which is equivalent to an increase in the external ])res- 
sure and causes a shorlening. Ebbecke^”'^ has a somewhat similar idea 
in proposing that the contraction of muscle is a heat contraction, since heat 
also causes both rubber and muscle to shorten. In the muscle, the heat is 
supposed to act in some ill-defineil way, not by doing the work itself as in a 

T. Tiad ami J. V. Hpymans, ArL'h. f. Anal. u. Physiol., SuppL, p. .5?), 18DD. 
jflcp Winlnn, J. Physiol., 63: 28, 1927. 
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U. Ebbeeke and O. Haspnbring, PflUger’s Arrh. f. d. ges. Physifd., 236: 4115, 1935. 
luo Wohlisvh, Naturwissensi'haflL'n, 27 : 678, 1930. 
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heat engine, but by liberating previously stored energy. Again, the theory 
seems to work well enough for a resting musrle, but the stimulaLer] muscle 
does not lend itself readily to this simple interpretation. 

The contraction of a musrle produced by high pressure has been thought 
to be related to the Ernst effect, accorfliiig to which Lhc muscle decreases 
ill volume when it contracts. Thus a high external pressure which would 
cause it to decrease in volume should also cause shortening. According to 
Hartmann, the decrease in volume is due merely to the breakdown of 
phosphocreatine, since that reaction in vitro gives a similar decrease in 
volume of the right order of magnitude. In that case, the compression 
shortening of Ebbecke couhl be due to a breakdown of phosphocreatine 
caused by the pressure, rather than to an effect of pressure directly upon the 
myosin fibers. This interpretation seems to agree better with the view 
of Cattell,^“^ who regards it as similar in every way to any chemical 
contracture (see p. 511), there being the usual energy change,, etc., 
associated with it. Moreover, if the pressure is maintained, the contracture 
undergoes relaxation after a slnirt time, and the amount of tension developed 
is not directly proportional to the pressure, but is instead an S-shaped func- 
tion of pressure. Finally, it has been stated by Ilasenbring-'^^ that there is a 
latent period of D.Dd seconds between the onset of pressure and the beginning 
of the shortening. This is taken to indicate that the compression shorten- 
ing is a physiological response, rather than a true physical effect. 

Taking all these matters into consideration, it is difficult to believe that 
this thcrmokiiietic theory of Wtihlisch^®® offers much help in explaining the 
mechanism of active contraction, although it appears to explain certain 
phases of the behavior of resting muscle fairly well. 

a). The effects of pressure . — In this connection it is apfiropriatc to men- 
tion other effects of increased pressure upon muscle. A thorough discussion 
of the general problem has been given by Cattell.““^ The essential facts 
which seem to bear upon the problem of contractility are as follows: 1. 
ameboid movement, protoplasmic streaming, and ciliary activity 
(after initial acceleration) are inhibited or stopj)ed by pressures of the order 
of magnitude of 3D3 atmospheres. This is regariled as due to a solation of 
the protoplasmic gel the contraction of which is believed to be responsible 
for the movement.^“^ 

2. When a pressure of lOD-200 atmospheres is applied during the early 
part of a contraction, at which time the muscle is still in the process of being 
activated, it causes an increase in the tension jleveloped as well as an increase 

Ernst, PflUger’s Arch. f. d. ges. Physiid., ZD9: B13, 1!)25. 

Hartmann, Biochom. /tschr., 27D: H)4, 1934. 

2D3 McK. Cattell, Biol. Rev., 11: 441, 193B. 

0. Hasenbring, PflUgcr’s Arch. f. d. ges. Physiol,, 243: .9f», 1,9.3D. 

D. E. S. Brown and I). A. Maryland, J. Pell. iSc Pomp. Physiol., 8: 159, 193B. 

A. Marsland, J. Cell. & Comp. Physiol., 13: 23, 1939. 

A. Marsland, p. 127, in The Structure of Protoplasms, ed. by W. A. Seifriz: Ames, 
Iowa, 1942. 
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in the amount of activation, as judged by the measurements of the heat 
jjrodiietion. In other words, the tension is inereased beeaiise more energy 
is liberated hy the same stimulus when the pressure is high.^'*^’^"® 

3. Wh[‘ii still higher pressures of iJOO to 409 atmospheres are used, the 
musele may be aetiv’^ated without the application of any other (electrical) 
stimulus, thus causing the "‘compression shortening” of Ebbecke'“^ which 
has alreaily been discussed. 

4. The direct effect of pressure upon the contractile machinery is to cause 
a diminution of the tension developed, just as it causes a diminution in the 
contraction of ameba, e1e.^“^ Thus, pressures applied after the initial 
stages of the coutractif)n cause a decrease in the tension developed, and a 
sudden release of pressure causes a sudden increase in the tension as this 
inhibiting influence is removed. In fatigued muscles and muscles at very 
low temperatures, the increased activation due to the high pressures appears 
to be absent, and the inhibiting effect only remains.^^“ The latter effect 
may be purely physical, while the former involves more jdiysiological 
processes, such as, possibly, the breakdown of phosphoereatine. 

6). The alpha prnce,^,s . — The effects of pressure have been utilized by 
Ilrown-^^ to stuily the time course of what he calls the "‘alpha process” 
and what Gasser anil IlilP^- have called the ‘‘fundamental process ” of muscle 
contraclion. During Ihe early stages of contraction, the application of 
high pressures, as already mentioned, results in an increase in the tension 
developed. This effect soon decays to zero, and in its time relations it 
coincides roughly with the action potential spike, the rate of development 
of tension, and the rate of initial heat production. If the pressure is applied 
after the first 0.91 seconds of the contraction period, it causes no augmenta- 
tion of tension, because after that time the amount of energy liberated by 
the stimulus is “settled” and is no longer subject to modification. Gasser 
find Ilill-^^ found that a sudden stretch of the muscle, causing a sudden 
increment in the tension, was much more effective in that resjiect when 
applied immediately after stimulation, than later in the course of the 
muscular response, and they interpreted this as indicative of an increase in 
muscle viscosity at that time. 

While these two effects are. similar in their time relations, they appear 
to differ in one important particular. The application of pressure results 
in an increase in the energy liberated (Cattell anil Edwards,^^^) while the 
sudilen stretch tends to decrease the energy liberated (deducting, of course, 
the work done on the muscle by the stretch itself. The effectiv'eness of 

U. E. S. Bri)wii, J. (’ell. & Comp. Physiol., 4: 257, 1.934; B: 141, 193G. 

The mechanisms of these two effects need not be idenliral. In the ameba it has been 
attributed to a decrease in visrosily,^"^ and in the muscle to an increase in viscosity.^’’'* 

McK. Pattell and I). J. Edwards, J. (’ell. & Comp. Physiol., 1 : 11, 1932. 

2^^D.E. S. Brown, J. (’ell. & Comp. Physiol., 8 : 141, 1935; Biol. Synip., Ill : IBl, 1941. 

II. S. Gasser and A. V. Hill, Proc. Roy. Soc., London, B, 95 : 398, 1924. 

McK. Cattell and t). J. Edwards, Am. J. Physiol., 85: 371, 1928. 

W. 0. Eeiin, J. Physiol., 5B: 373, 1924. 
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the sudden stretch depends upon the fact that it takes up the internal slack 
in the submicroscopic cnn’tractile elements, thus accelerating the transfer 
of the energy into tension. The apjdication of pressure, on the other hanil, 
appears to increase the amount of energy available for transfer into tension. 
Both effects are additive to the normal rate of tension LlevelopTiient, and 
therefore have the same time relations — small differences being of no general 
significance. The time relations of these effects can be expressed as a curve 
which has a peak about U.Ol seconds after the stimulus and reaches zero at 
about the time when the twitch tension is at a maximum. It does not 
seem necessary to signalize this by calling it an ‘^aljdia process,” as if it 
were some new and different reaction. It docs not detract from the impor- 
tance of these observations to consider that it indicates merely the time 
when the rate of the initial breakdown, or the rate of the development of 
tension, is at a maximum. It iloes show, however, that the internal tension 
is developed much more rapidly than it is manifested externally in the record 
of the ordinary isometric twitch. 

9- Heat Produetiim. — The first measurements of the heat ])rr)dnclion 
in muscles were made by Helmholtz, who wished merely to demonstrate 
the principle of the conservation [)f energy. After him came ina-ny others, 
the most outstanding being Hcidenhain,^^-^ Piek,-“^ and Hill.-^^ Even with 
the slow thermopiles which were available in the early days, the most iinpor- 
tantof thefactskiiown today were soon outlined. Both Ileidenhain anti Kick, 
for example, discovered that the amount of energy liberated depenileil ni)oii 
the mechanical conditions of the contraction, and they recognized Ihe 
general principle that, the greater the work performed, the greater ihe energy 
liberated. The imperfections of the technique were such, however, that it 
was impossible to make this into a clear and quantitative story. 

The entrance of A. V. Hill into the field was marked by imi)rovements 
in the technique, which continued with few interruptions until the outbreak 
of the present war.^^® In his first work, attention was’focusseil ])articularly 
upon the isometric contraction which was technically the simplest, because 
it did not involve the complications due to the movement of the muscle 
against the thermopile. If the part of the muscle beyonil the thermopile 
is, for example, slightly warmer than the part touching the thermopile, then 
a contraction will bring warmer material again.st the junctions of the dis- 
similar metals and will cause spurious effects. It was in the early study of 
the isometric contraction, that the classical work on heat production was 
complel ed, and the time relations of the heal production, its various jdiases, 
and the variations in the magnitude of total heat under different conditions 

*^'^11. Ilpirienhain, Mei-haiiLsL'he Lcistung, WiinneuLwiekclung imd Stoffums.Ttz bci rlcr 
MuskellUtigkeil : Brritkopf u. Hiirtel, Leipzig, 18C4. 

Fick, Mechaiiisehe Arbeit und Warmentwiekeluiig bei dcr Muskelfatigkeil: Broek- 
haus, Leipzig, 1882. 

A. V. Hill, Physiol., Rev., 2: Sid, 1922. 

2^®A. V. Hill, Proe. Roy. Soe. London, B, 125; 13C, 1938. 
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of temperature, duration of stimulation, and leii gth were all described in 
terms nf the isometric twitch. 

Until recently it has been supposed that the isometric contraction was 
essentially simpler than any other type, but now it has become evident that 
no contraction is ever really isometric as far as the internal mechanism is 
concerned, even thoupjh the two ends of the muscle arc absolutely fixed in 
their relative positions. The result is that complications of internal short- 
ening enter into the interpretation of the isometric contractions as well 
as the isotonic, and they are the more dangerous because they are not 
realized, and, if they are realized, they are no I measurable. The "‘isotonic 
era,” in which proper attention was jiaid to the heat production during 
shortening, was ushereil in with the measuremc'nl of Lhe isotonic contraction 
in Hill’s laboratt)ry in In that work, lhe finiling of Heidenhain was 

re<liscovered. When a muscle shortens and <loes work, it liberates an extra 
amount of heat, which is quantitatively etjiial to the work performed. It 
is for this reason that the subject of the heat production of muscles can now 
be better presented from the point of view of the isotonic contraction than 
from that of the isometric contraclion. The former enables one to deal 
with shortening, while the latter maoil'ests internal shortening in appreciable 
amount, without permitting one to deal with it in a ijiiantitative way. 

The heat production may be diseussed under the following headings: 


1. 

Contraclion heal 

9.B 


a. shorlciiiiij' heat 



b. work heat 



c. maintenance heat* 


2. 

Relaxation heat . .. 

1) 4 

3. 

Recovery hejit ... 

ID 


a. aerul)]‘c .. . 

10 


b. anaerobic 

0 . OB 


tz). Initial heat . — The contraction heat and relaxation heat together 
make iijj the initial heat. In a single Uvitch, this fraction is given off during 
the twit eh itself, which lasts only about } \ o of a second in the frog sartorius 
muscle. The initial heat is followed by the recovery heat, of nearly equal 
magnitude. Since the latter lasts perhaps 60f) times as long (10 minutes), 
the average rate [)f recovery heat production is ROD times smaller than the 
average rate of initial heat production. Consequently, the initial heat 
appears explosively and determines the magnitude of the initial deflection 
of the galvanometer which is recording the potential difference developed 
in the thermopile. In 1023 A. V. IIilP^^“ shared with Meyerhof the Nobel 
Prize in Medicine, chiefly for his success in working out the time relations 
of these various phases of the heat production. The recovery heat is largely 
due to oxidation, and most of it disappears if the muscle is in an atmosphere 
of nitrogen. The small fraction which persists in nitrogen, amounting to 

W. 0. F[‘nn, J. Physiol., 68: 175, 373, 1923. 

Zina ^ Y njjj^ Musiular Autivity; William and Wilkins, IhiUiinore, 1926, 
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about 8% of the initial is due to a formation of lactic acid after 

the contraction is over, which provides energy for the synthesis of phos- 
phocrcatine. The amount of this anaerobic delayed heat varies consider- 
ably with different conditions. It is complete in 29 sec. at 17° C. It 
occurs in oxygen and in equal amount, but is then merged with the true 
oxidative recovery heat. 

The relaxation heat appears coincidentally with the mechanical relaxa- 
tion, and is due to the degradation to heat of the elastic potential energy 
stored in the tensed muscle during the contraction phase. If the muscle 
lifted a load during contraction and lowered it during relaxation, then the 
work done in raising the load is added quantitatively to the relaxation heat. 
In a supposed isometric twitch, the relaxation heat amounts to 0.4 of the 
total initial heat. In a truly isometric contraction, it is possible that there 
would be no relaxation heat, because there would be no internal shortening 
of the anisotropic discs, or folding of inyr)sin cliains, and no possibility of 
stretching any other internal structure, such as the isotropic discs. Hence, 
there would be no clastic potential energy store<i during contraction to be 
ilegraded to heat in relaxation, 

h), Cn?ifract{on heat^ shorteving heat. — Likewise, if there were no interjial 
shortening, i.e., if a true isometric contraction coulil be realized, it is jjrobable 
that there would be no .’ihortening heat but only maintenance heat. This is 
shown particularly well by the galvaiiomel er defleclions reeordcMl in Fig. 
52, from A. V. Hill.^^^ The insulation on the thermopile was so thin, and 
its heat capacity so low, that with a rapidly responding galvanometer he 
could record muscle temperature directly without serious error. The 
graphs show, therefore, heat plotted against time from the beginning of a 
tetanic stimulus. In Fig. 52a, curve A represents the heat production in an 
isometric tetanus. It shows a quick rise at the beginning, which was for- 
merly called an outburst of heat accoinpaiiying the development of tension 
in the muscle. The slower, more or less constant subsequent rise is attrib- 
uted to the energy for maintaining ten.sioii. Tlie isometric maintenance 
heat rate could, therefore, be measured from the slope of this line at different 
temperatures and muscle lengths. If now the muscle is not held at fixed 
length, but is allowed to shorten freely for increasing distances under a 
fixed load, the galvanometer gives deflections /?, V, and D for distances 
3.4, 6.5, and 9.6 mm. respectively. From these records, it can be said that 
the initial upswing of the galvanometer in A could have been caused by an 
initial internal shortening, corresponding in its heat equivalent to about 
3 mm. of external shortening. Here, then, is the evidence that all the true 
isometric heat is really maintenance heat. This also is the evidence for the 
shortening heat, a fraction which is pro'portional to the ainount of shortening, 
and independent of the load. The relationship to the load is shown in Fig. 

2 iBb Hartrep, J. Physiol., 76 : 273, 1032. 

W. Hartree and A. V. Hill, Prop. Hoy. Soi*., London, B, 103: 207, 1028. 

^21 A, V. Hill, Prop. Uov. Soc., London, B, 125: 136, 1D38. 
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52b, in which E is isometric, w^hile/", G, //, and J represent isotonic contrac- 
tions for a fixed distance unJer progressively decreasing loads. With all 
til ese loads, the same total heat is liberated, provided the weight is removed 
from the muscle after shortening is complete. With light loads the shorteii- 





Fi[j. 52. — Cjialviinomcter deflections as given by A. V. by use of a rapid thermopile 

and galvanometer. In aA, bE and eK, the muscle is isometric. When the muscle is released 
and begins to shorten the galvanometer gives a. sudden Jeflection upward as in the other 
curves. In (a) the muscle after release is allowed to shorten under the same load to increasing 
distances represented by P, C, and D. In (b) it is allowed to shorten the same distance 
under increasing loads represented by J, II, G, and F. In (c) the muscle is released at differ- 
ent times during the isometric tetanus, shortening each time under the same load and to the 
same distance. 


ing heat is given off quickly in proportion to the high velocity of shortening, 
and with large loads it is given off slowly, but the total amount is the same. 

The total energy, of course, is not the same, because varying amounts 
of energy have been taken out of the system in the form of work. This work 
fraction may be as large as, or larger than, the shortening heat. The curves 
of Fig. 52 are not continued long enough to show the relaxation heat, but, if 
the muscle has to lower the weights in relaxation, then the energy which 
goes into the weights in contraction reappears quantitatively in the muscle 
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as heat in relaxation. If the loads are not lowered in relaxation, then the 
relaxation heat will be the same in F and G as in II and 

Accorrling to ITill,^^^ the shortening heat is not due to frictional resist- 
ance, because an equal amount of heat does not appear as heat during the 
reverse movement in relaxation. There seems to be some doubt whether, 
in relaxation, there is any heat either given out or absorbed which is etpii va- 
lent to the shortening heat in contraction. If there is an equal absorption of 
heat in relaxation, then the shortening heat may be regarded as a sort of 
thermoclastic effect for the stimulateil muscle. If so, it is opposite in 
direction to the therm oelaslic effect of the resting muscle. The fact that 
the shortening heat is proportional to the amount of shortening, but inde- 
pendent of load and speed, certainly suggests this interpretation. The 
answer to this problem will come from a more careful study of relaxation 
heat. 

The relation between the shortening and the maintenance heat can alfeo 
be shown in mathematical form. The heat [H) of an isometric contraction 
was described by llartree and IlilF^* by the equation 

// = yl + BU 

where A was the heat expended in setting up the tension in the muscle, and 
Bt was the m<iintenaiice heat, B being a constant, and t the duration of the 
stimulation. In this equation, the moiety A includes the relaxation heat, 
because the II refers to the total initial heat of the contraction. Jf, how- 
ever, the relaxation heat be subtracted from both sides, the same equation 
still applies. 

IF = ax Bt. 

In this form, the IF refers only to the heat liberated during contraction, and 
the A has become ax, the shortening heat, x being the anmuiit of shortening, 
ajid a being a cojistant. If the external shortening is zero (isometric), then 
X represents entiredy internal shortening. Energy stored as i)otential energy 
in the myosin chains, which will appear as heat in relaxation, is not included. 
In an ideal case, never realizetl in practice, it may be suj)posed that x is 
zero, in which case only the maintenance heat remains. 

Since the heat varies with the size of the muscle and its ability to develop 
tension, it is usual to write the equation 

^ A + Bt, 

Here again II refers to the total initial heat, and the absolute values of A and 
B are correspondingly changed. The ratio IJ/Tl is erpii valent to the ratio 
(heat per gin. of muscle)/ (tension per cm.^ eross-scction), since length is approxi- 
mately weight divided by cross-section. Where t is very short, as in single 

222 W. Hartree, J. Physiol., 60: 2 BO, 1925, 

223 llartree and A. V. Hill, J. Physiol., 66: 133, 1.021. 

224 A. V. Hill, Proc. Roy. Soc., London, B, 127 : 434, 1,03,0. 
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twitches 3 the maintenance heat Bt approaches zero, anil the value of H/Tl is 
more constant. It is found to be independent of temperature, and has a 
minimum value at resting length, increasing at both longer and shorter muscle 
lengths. Its value also varies with the arrangement of the fibers in the 
muscle. In the long parallcl-fibered sartorius muscle its value is 1/8.8, wliile 
in the short diagonal-fibcrcd gastrocnemius muscle its value is 1/13.8. The 
difference would be expected merely from the arrangement of the fibers, if the 
individual fibers in the two muscles were similar in nature, because the total 
shortening per cm. of length is less in the gastrocnemius muscle.^^^^ The T 
in the equation is unduly large for the gastrocnemius muscle, because of the 
diagonal arrangement of the fibers and the large “physiological cross-section" 
of the muscle. 

Because the ratio H/T is constant, it is usual to suppose that each unit of 
energy liberated provides for one unit of tension. This idea has been extended 
by ReicheP^^ to apply to the resting heat and tension. When a resting muscle 
is stretched, its oxygen consumption (Meyerhof, bremmill, and Benetato^'-**’) 
and its resting heat production (Feng^-®) are increased along with the increase 
in tension. According to the figures given by Reichel, the ratio 11/ T of the 
stretched resting muscle is the same as that for the stimulated muscle. The 
inference seems to be, that a given amount of tension, however it is produced, 
leads to the liberation* of a corresponding amount of heat. In the resting 
muscle, however, the tension is in the connective tissue, while in the stimulated 
muscle it is in the myosin. Moreover, the ratio II /T in both resting (stretched) 
and stimulated muscle increases with increasing duration of the tension so there 
is something arbitrary in the comparison. In addition, the heat measurements 
were made at different muscle lengths without separate calibration of the 
muscle. The interesting relation brought out by Reichel must be regarded, 
therefore, as probably fortuitous. 

If a muscle stimulated at resting length can develop an isometric iciisioii 
T, or can shorten without load to a length Z/,S, then the area ol' this length- 
tension diagram is approximately 1/2 (T X //3) = TZ/B and in the sartorius 
muscle this is approximately equal to the observed heat, which was found 
to be H = 77/5.8. Thus, it was supposed that the heat represented 
the degraded potential energy of the length-tension diagram. If this had 
been strictly true, all the heat should have appeared in relaxation, when 
this mechanical potential energy disappeared. According to more recent 
findings, it must be supposed that this equality between the heat of a single 
isometric twitch and the area of the length -tension diagram of the muscle was 
largely accidental. Not over 0.4 of this heat is actually due to stored poten- 
tial energy, and this appears as heat only in relaxation. The remainder is 
partly due to maintenance heat, and partly to the internal diorlciiing heat, 
which is produced when the internal potential energy is stored. 

22 B Hartree and A. V. Hill, J. Physiol., 65: 389, 19lil; A. V. Hdl, ibid., BD : 237, 1925. 

A. V. Hill, Prop. Roy. Soc. London, B, 109: 2G7, 1931. 

22^ H. Reichel, Ztschr. f. Biol., 98: 515, 1937. 

228 0. Meyerhof, C-. L. Gemmill, and G. Benetato, Biochein. Ztschr., 268: 371, 1933. 

22“ T. P. Feng, J. Physiol., 47 : 441, 1932. 
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c). Maintmance heat . — With stimuli of longer duration, the maintenance 
heat becomes increasingly important and is in a sense the most characteristic 
quantity which can be measured in an isometric contraction, because it is 
free of complications due to internal shortening. This maintenance heat is 
supposed to represent a constant rate of energy production, which main- 
tains the muscle in an excited or contracted state. It is independent of the 
frequency of stimulation, provided the frequency is sufficient to maintain 
maximum tension.^^“ Theoretically, it begins with the beginning of con- 
traction and continues until shortly after the end of the stimulus. It is 
difficult to measure it until after the tension has reached its maximum, 
because otherwise the galvanometer deflection is complicated by the shorten- 
ing heat which is being liberated at the same time due to internal shorten- 
ing. The maintenance heat can, therefore, be measured most simply by 
measuring the heat production during a short and a long tetanus. The 
difference between th(*se two quantities of heat, divided by the difference in 
time, represents the rate of productifui of the maintenance heat. The 
shorter tetanus should, of course, be long enough to permit maximum ten- 
sion to be developed. In Hill’s measurements, the maintenance heat^^^ 
was found to be increased at Jiigh temperatures, with a temperature coeffi- 
cient between 0° anil 15° T. of 2.8. Hozler-^*^ suggested that the ratio 
between the rate of heat production per gram of musele and the tension 
maintaineil per unit cross-section area be called the “Economy” of the 
contraction. Thus 

„ (Tension-time in gm. sec.) X muscle length Ttl 

Economy * u . — ~tt~ 

Heat in gm. cm. H 

The economy decreases with rise of temperatiire^^'^’^'^" and with fatigue; it is 
greater in slow smooth muscles, than jn the rapiil striated inuseles.^**^ In 
tonus muscles it is so great that it has been arguetl that such muscles possess 
a “catch mechanism” which enables them to maintain tension without any 
expenditure of energy. Actually, in such muscles the maintenance energy 
is probably too small to detect readily in the presence of the resting energy 
production, but there seems to be no necessity for postulating any special 
mechanism. It is reasonable lo consider that the tension in a muscle is 
spontaneously disappearing at a certain rate, and that this must be replen- 
ished at the same rate in order to keep the tension ’constant. On this basis, 
any condition which accelerates the rate of disappearance of tension, such 
as a high temperature, would be expected to increase also the maintenance 
heat. Whether the tension is maintained by electrical stimulation or by 
chemical contracture, the maintenance heat and economy seem to be of the 
same order of magnitude. 

21 U q* p Peng, Prnc. Roy. So[*., Loudon, B, lOB: 522, 1^31. 

W. llarlrt'e and A. V. Hill, J. Physiol., 66: 133, 1921. 

Bozler, J. Physiol., 69: 442, 1930. 

233 Hartrec and A. V. Hill, J. Physiol., 65: 147, 1921. 

W. O. Penn, J. Pharmacol, and Exper. Therap., 42: 81, 1.931. 
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From a theoretical point of view, the variation of maintenance heat with 
length of the muscle is a matter of special importance when isotonic and 
isometric contractions are to be compared. The effect of length has been 
tested by measuring the heat producti[)n during isometric tetanic contrac- 
tions at different lengths. Using this method, Fenii and Latch ford found 
that the maintenance heat, like the heat to develop tension or the heat in a 
single twitch, passes through a maximum at a length equal to about 90% 
of the length at which the maximum tension is developed. Similar results 
were also obtained by Fischer^^"^ in turtle muscle. 

In tliL'se experiments, the heat was ealeiilateil fur a constant length of the 
muscle. When the muscle sliorteneil, a correspondingly larger fraction of the 
total muscle weight was to be found between the eleetrodes. If tlie heat is 
ealenlated fur equal weights of muscle or fur the whole muscle, tlien the heat 
falls off even more rapidly as tlie short ening increases, but less rajiiilly on the 
other side of the iiiaxiniuiii wliere the length inereases. Witli this method 
of calculation, the Jicat maximum and the tension inaxiniuin ht)lh occur at the 
resting length. flf <‘oiirsc, the cross-seetion of tJie iiius[*le also increases as 
it shortens, and this tends to increase tlie tension. If tlie heat is to be com- 
pared with the tension whieli it maintains, then tlic heal per gram of tissue 
sliouhl be compared with the tension per unit cross-seclion area (or tlie heat 
per unit of length with the tension uiieorreeled for cross-section area) as in tlie 
original report. 

The Tiiaiiiteiiaiicc heat can also be measureil by a sufliciciitly quick 
thermopile from records similar to those in Fig. 52. Here the slope of the 
curve represents the maintenance heat. ITsirig this method, HilP’^^ has 
found values increasing at first with decreasing hnigths, and then decreasing. 
This would seem to be a coiifirinatioii of results described above and obtained 
by older methods, but it is difficult to make exact comparison without exact 
definitions of resting length. 

There is a possibility that the shortening heat should he regarded as a frac- 
tion of the maintenance heal, for Browii'^'*^ has shown that the sum of tJiesc 
two moities is remarkably constant in a series of contractions, witli increasing 
shortenings under decreasing loads. As the shortening heat increased, the 
remainder left for maintenance heat decreased. If this is the case, then the 
observed decrease in maintenance heat at a sufficiently diminished muscle length 
may be attributed to the increase in the shortening heat liberated in shortening 
to that length. With this possildc cxccplion, the inainteiiani'e heat is regardeil 
as independent of work done, and of shortening, but varying with length and 
total tension. 

d). Work heat — The records in Fig. 52 illustrate the important fact that 
the initial heat production is iiidepeiideiit of the load if the muscle is not 

235 ^ Q Penn and W. B. Latehford, J. rhysinl., 80 : !213, 1933. 

2''“ A. V. Hill, J. Physiol., BD: li37, 1.9^25. 

E. Piseher, J. Pell. & l^onip. Physiol., 5 : 44J, 1935. 

W. Ramsey, personal cnmniiinieaLion. 

D. E. S. Brown, Biol. Symp., 3: Ifil, 1941. 
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required to lower the load in relaxation, i.e., if the extra energy which was 
liberated for wArk was left as potential energy in the load, and was not 
restored to the muscle as heat. At the end of the stimulation, regardless of 
load, the galvanometer reaches the same point of deflection. This is a 
confirmation of the experiment first performed by Fenn^^*^ when he per- 
mittee! a muscle to lift a scries of increasing loads a fixed distance, and 
measured the heat production. The loads were caught by an electromagnet 
after they had been lifted the required distance, so that the muscle relaxed 
under a constant small load just large enough to pull it back precisidy to its 
original length. Without any elaborate calibration of the muscle to permit 
the heat to be expressed accurately in work units, this experiment proved 
that the extra energy liberated was just equal to the extra work done. The 
result has since been duplicated in the writer’s laboratory by J. 13. Hursh 
(PhD thesis), with some indication of a slight decrease of heat at the larger, 
loads. Ilartree^'^^ also repeated the experiment in the same way, but added 
an analysis of the heat production to show the distribution with time. He 
compared an isotonic and an isometric contraction, both of which gave the 
same amount of total heat (minus work). The two differed, however, in 
the fact that the isometric gave less heat during contraction, and correspond- 
ingly more during relaxation. The excess heat in relaxation of the isometric 
muscle represented the greater elastic potential energy of the tensed muscle, 
while the excess in the isotonic muscle during the contraction represented 
shortening heat. This experiment, as well as the m[)re recent ones of 
A. V. Hill,^^^ illustrated in Fig. 52, shows that the extra energy for contraction 
is liberated during the contraction rather than during the relaxation, 

Th is liberation of extra energy for work is all the more remarkable when 
it is recalled that the extra energy is exactly equal in amount to the work 
which is performed. Indeed a muscle may be likened to a taxicab which 
charges (1) so much per hour for the rent of the machine (maintenance heat) ; 
(2) so much per mile (shortening heat, proportional to distance) ; (.3) so much 
for each unit of actual work done (force X distance); and (4) so much for 
overhead (recovery heat). 

It will be convenient at this point to consider some of the theories which 
have been proposed to account for this peculiar phenomenon. 

According to the classical elastic body theory, the muscle is transformed 
by the stimulus into a new elastic body which develops more tension at the 
same length and has a shorter natural length. This is similar to the theory 
of active relaxation, in that both picture a certain amount of mechanical 
potential energy thus made available for muscular work, and predict that 
this amount of potential energy can be determined from the area of the 
length-tension diagram. Certainly, the work which the muscle does can be 
represented on the length-tension diaer.'ini. and the work bears some rela- 
tion to the heat produced, but this does not mean that there is any direct 

240 W. O. Fenn, J. Thysiul., 6B: 175, 373, 19«3-24. 

W. Harlree, J. Physiol., 5D: 2()9, 1925. 
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relation between area of the length-tension diagram and the heat. This 
theory was diseredited by the discovery of the importance of work in the 
muscle economy. The energy liberated seemed to depend not so much 
upon the amount of tlie length-tension diagram “covered” by the shorten- 
ing, as on the amount actually used for work, and those areas of the length- 
tension diagram which were used for work represented energy which 
otherwise would never have been developed at all. The energy for 
shortening was liberated or transformed from chemical potential energy at 
the moment of shortening, not beforehand. 

A perfectly reasonable attempt was made by HilP"^^ and by WymaiP^"* 
to salvage the elastic body theory by the suggestif)n that the energy corre- 
sponding to these unused portions of the length-tension diagram failed to 
appear as heat, not because it had never been developed, but because it 
reverted to chemical potential energy at the end of the contraction, in case 
it had not loeen utilized as work. The end result, however, was the same in 
eilher case. The muscle had taken what energy it wanted for work and 
h‘ft the rcmaiiifler for another time, and the heat production could not be 
predicted from the length-tension diagram. 

Some writers have been unwilling to accept the idea that the muscle 
really docs discriminate in some way between the performance of work and 
the mere development of tension. Tiegs^^^ has argued that the extra energy 
for work is nothing but internal friction, as if it could for that reason be 
neglected. Likewise, Lindhard and Mdller^^® have argued that it is nothing 
but “deformation heal” and derives from a change in the shape of the 
muscle fiber which loses more potential energy at the big end where it 
shortens than it gains at the small end where it is stretched. This argument 
loses its point, however, when it is recalled that the reverse process must 
occur in relaxation. Moreover, all the energy ultimately comes from 
chemical breakdown in the muscle, whatever it may have been used for. 
By any argument, therefore, more work requires more chemical break- 
down. This is clearly shown by the chemical studies which have been 
made. Fischer^^® showed that a miis^de uses more oxygen when it docs work 
than when it contracts isometrically. Both Roths child and Nagaya,^'*^ 
who measured lactic acid formation, found variations of lactic acid with work 
in the gastrocnemius muscle, which might have been predicted quite well 
from the heat production figures already available. However onemay 

242 A. V. Hill. J. Physiol., BD : 237, 1925. 

243 J. Wyman, Jr., J. Physiol., B1 : 337, 1929. 

244 O. W. Tiegs, Australian J. of Exper. Biol. &l Mpd. Sr., 1: 47, 1924. 

246 J. Lindhard and J. P. Mijllcr, Det. Kgl. Danske Videnskabernes Selskah. Biol, 
Meddelelser, VIII : 8. 

24“ E. Eischer, Am. J. Physiol., 9B : 7H, 1931. 

24^ P. Rothschild, Biochem. Ztschr., 222: 21, 193f). 

24“ T. Nagaya, PflUger’s Arch. f. d. ges. Physiol., 221: 720, 1929. 

24“ Jn reading papers on the gastrornemius muscle, it is important to remember that the 
arrangement of the fibers is such that the internal work due to change of shape in isometric 
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wish to explain it, the extra energy for work remains a reality which does 
not fit with the elastic body theory. 

A point of particular iniportance in connection with the work heat is the 
fact that stretching the muscle during the period of contraction has the 
opposite effect, i.c., it causes a diminution in the amount of heat energy 
liberated^"^® (after deducting the heat due to the work done on the muscle 
by the stretch). The whole phenomenon, therefore, has some sort of a 
thermodynamic basis, and from this point of view it is very similar to a 
thermoelastic effect. It is, however, opposite in direction to the thermo- 
clastic effect found in the resting muscle. As an analogy, one may think 
of an electric motor which uses more current when it is loaded than when 
running idly, and which will reverse the process and deliver current if it is 
turned backward. In addition, it has been found that it is only during the 
contraction phase that a stretch causes a decrease, and a shortening an 
increase, in the heat production. During relaxation, the reverse is true. 
Thus Fcnn^^^ found that the lengthening associated with ordinary relaxa- 
tion caused (usually) an additional heat production, and, conversely, if the 
muscle was released and allowed to shorten during relaxation the heat pro- 
duction was (usually) dinriinished. These residts were also confirmed by 
Azuma,“^“ but they should be repeated with modem improved methods. 

10. Rale of Ileal Produclion, Viscosity, and the Speed of Shorten- 
ing. — It seems very natural that a muscle should lift a light load higher 
than a heavier load, and likewise lift it more rapidly. The mt^re one tries 
to ex])lain these simple facts, however, the less obvious do they seem to be. 
The explanation of the first has already been discussed in conneclion with 
the length-tension diagram. It remains now to explain, if possible, the 
greater speed with which lighter loads are lifted. 

The original observation on muscle viscosity was derived from experi- 
ments of A. V. IlilP^^ with human subjects pulling against an inertia device, 
lie observed that the work performed decreased linearly with increase in the 
speed of the movement. This suggested that at high speeds the subjects 
were really working against a viscous resistance which increased in propor- 
tion to the speed. In other words, the second term of the equation 
of movement-^^ was of predominant importance under these condi- 
tions. The importance of viscosity was shown, however, to be over- 
estimated ill this theory by the measurement of the work done in sprint 
running. Using the work measured in this way, the efficiency turned 


contraptions is much largrr than it is in the sartorius iriusple. Henre the isoiiietrip hent is 
larger than the isot onic heat, except for certain intennediate loads where the external work is at 
a maximum. For a discussion of this point and further references, see W. 0. Fenn, f^old 
Spring Harbor Symp., 4 :*233, 1936. 

R. Azuma, Proc. Roy. Soc., London, B, 9B : 338, 1924. 

A, V. Hill, J, Physiol., 66: 19, 1922. 

2&2Seep. 476. 

Q, Penn, Am. J. Physiol., 92: 583, l.‘)29; 93: 433, 1930. 
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out to be just as great as in slower movements. If much of the work hail 
been expended against internal viscosity, the externally measured efficiency 
would have been correspondingly low. 

Finally, measurements were maile of the speed with which various loads 
were lifted by isolated muscles, or, in other words, the force exerted at 
different speeds of shortening. The results of tliese measurements over a 
wide range of forces and speeils showed that the force did not decrease 
linearly with increase in speed, as the theory demanded. This is shown 



Fig. 53. — ^T.<Dail, W, as nrJiiiJiU'S, and spi'cil of stniriening as absriss:e. Upper grapli 
shows the same data plolled logarithiiiically. The difference between the dotted line and 
the straight line represents the small eorreetion for viscosity. The points are experimental 
and the lines are drawn aec-ording to the empirical equation [Feiin and Marsh^**^). 

by the lower graph in Fig. 53, representing the loads plotted against tlie 
speed of shorLening. The upper graph shows that this curve can be rejire- 
sented by an exponential equation after making a small correction for a 
hypothetical amount of viscosity. This equation leads to no particular 
interpretation of the data, but the authors expressed the opinion that it was 
not viscosity, but a chemical delay in the liberation of the extra energy for 
shortening, which was of chief importance in limiting the speed of movement. 

It is not necessary, of course, that the viscosity of a muscle should 
remain constant. Myosin probably belongs to the category of thixotropic 
gels which give a lower viscosity the more rapidly they are stirred. Thus, 
in rapid movements the muscle may have less viscosity than in the slower 
movements. This by itself, howev’^er, will not explain why smaller loads 

W. 0. Fenn and B. S. Marsh, J. rhysiol., B6 : 277, 1935. 
p. 450. 
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are lifted more rapidly, because the viscosity is just as high at the beginning 
of the contraction, whether the load is small or large. If, for some other 
reason, a smaller load can be made to move more rapidly than a larger one, 
then it may be able to continue with still greater rapidity because of the 
diminishing viscosity of the rapidly stirred myosin gel. Bouckaert and 
Delrue^**® have made a model muscle with a concentric cylinder viscosimeter, 
with a thixotropic gel between the two rotating cylinders. With this model 
they have been able to duplicate very nicely the curves of h-niilheiiiiiL^ and 
shortening of a sea-anemone muscle. It seems likely at present, however, 
that viscosity does not play so large a role in striated muscle as it does in 
smooth muscle. 

From the work described it was coiirludeil, therefore, that large weights 
are lifted by muscles more slowly than smaller ones because they demand 
more excess energy liberation in the process, and this requires more time. 
This conclusion, however, was reached largely by intuition, and quaiiLitative 
support for the theory was lacking. Stevens and Metcalf^^^ had tried to 
show that a muscle contracted with constant power, or constant rate of 
performance of work, or constant Pv (force, F, X velocity, v). This 
quantity was constant, however, only over a very narrow range of loads. 
The quantity (P + f)v, where / was frictional resistance, gave a better con- 
stancy (Fenn and Marsh^^^), this being the sum of the rates of internal wf>rk 
against viscosity and external work; but even this did not fit at the larger 
loads where v approached zero. 

More recently, the requisite mathematical formulation of this theory has 
been submitted by A. V. HilP^'^ who proposed that the rate of expenditure of 
energy for work and shortening is not constant, but is proportional to 
Po — F nr to the difference between the isometric tension Po and the tension 
of the load, P. This idea was expressed in his equation of muscular motion 

(P + a)v = h[Po - P). (1) 

In this equation frictional force / is replaced by the constant a. This con- 
stant has the dimensions of force and is found to be a rather constant frac- 
tion of the isometric tension, so that a/P„ is constant and has an average 
value of D.257, while av is the rate of expenditure of shortening heat. The 
constant h has the dimensions of velocity and an average value at 0°C. of 
l/S per second where I is the length of the muscle. The value of b increases 
rapidly with temperature, the temperature coefficient for 10°C. being 2.D5. 
The equation states that the rate of expenditure of energy in excess of the 
maintenance heat is proportional to P„ — P. The constant a is not fric- 
tional resistance, because an equal amount of heat apparently does not 
appear during the reverse change of shape in relaxation. Instead, it is a 
sort of thermoelastic effect presumably accompanied by an equal absorption 

J. V. Hoiifkaert and it. Delnie, Arcli. internal, ilc physiol., 38 : 108, 1034. 

II. C. Stevens and R. P. Metculf, Am. J. Physiol., 107 : 568, 1934. 

A. V. Hill, Pror. Roy. Sor., London, B, 126: 136, 1038. 
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of heat in relaxation, although there seems to be no certain evidence of such 
a reversal. 

Hill's equation is tested as follows. In the first place, the value of a is 
rleterniined from heat production measurements similar tt) those illustrated 
in Fig. 52. Here the added heat due to shortening x cm. is ax gm. cm. 
Knowing Xy the value of a is calculated. With this constant determined, 
the muscle is allowerl to shorten while lifting various loads, P, and the 
corresponding velocities of shortening v are determined. Thus, (P + a)v 
can be calculated and plotted against P. The graph, according to equation 
(1), should be a straight line of negative slope = h. Hill gives a number of 
such plots in which a was determined by heat measurements on the same 
muscle used for the measurements of P and v, and it is evident that satis- 
factory straight lines were obtained. 

While this is, to be sure, a very nice theoretical confirmation, its real 
value as a test of the theory is to styiiiQ extent liniiteil, because a cannot be 
determined with great accuracy from the heat measurements, and, unfor- 
tunately, even a 5D% variation in a does not affect the linearity of the graph 
very seriously. 

Now if a straight line is obtained in a plot of this sort, then the equation 
will also necessarily give an equally good fit to the usual force-velocity j)lot 
like that shown in Fig. 53. To show this. Hill’s equation (1) may be 
rewritten by adding ah to both sides and rearranging: 

P[v + b) -\r a{v + h) = 5P„ + ah 

(P + + 5) = b{Po + fl) = constant. (2) 

Since this equation is of the form xy = constant, it may be concluded that 
the force- velocity or P-v curve is a section of a rectangular hyperbola with 
asympotf)tes at —h and —a. Thus, both b and a may be determined by 
fitting force-velocity data to equation (2); 6 has the dimensions of velocity 
and a is a force. The values are often not very precisely determined in this 
way, because a rather wide variation of values will give a good fit. The 
value of b cannot be determined from heat measurements alone, and the 
critical test of the equation ileperids upon a comparison of the values of a 
obtained thermally with those obtained on the same muscle by velocity 
measurements. No survey of just this sort is available, but it seems 
unlikely that any discrepancy in excess of the experimental errors will be 
found. On the other hand, the experimental error in the measurement of a 
by either method is certainly fairly large. 

While some further testing is, therefore, desirable, this theory is, 
nevertheless, good enough to justify further consideration of its implications. 
In the first place, it should be emphasized that this does not represent the 
total rate of energy liberation, for the equation says nothing about the main- 
tenance heat which proceeds at a rate determined, presumably, by the length 
of the muscle, and apparently serves the sole purpose of keeping the muscle 
in a state of continuous excitation. So far as the performance of work is 
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concerned, the maintenance heal is pure loss. Ilill’s equation also neglects 
relaxation and recovery heat, and applies mdy Lo the shortening heat and 
the work heat, or the excess energy fraction. 

In theory, the equation should apply to muscles undergoing stretch as 
well as to muscles which are shortening. The only difference is that the 
values of the velocity would be negative instead of positive. The evidence 
for a negative extra heat production in lengthening muscles has already 
been discussed (p. 502). This is in accord with the theory, because P > Pq 
so that h[Po — -P), which is equal to the rate of liberation of excess energy, 
would also be negative. In trying to verify the relation between P and v 
in the stretch, difficulties are encouJilered due to the danger of injuring the 
muscle by tr )0 rapid a stretch, and the tendency of the muscle to ‘"give" nr 
“slij)” while it is being stretched. No precise application of the equation 
to lengthening muscles is, therefore, possible at this time (Katz^*^”). 

The essential feature of Hill’s theory is that the rate of liberation ot tliis 
excess energy is proportional to Po — P, As an explanation of this peculiar 
relation. Hill suggests that during short,cning under a load, P, a certain 
fraction P/P„ of the total number of active jjoints or myosin linkages are 
occupied i?i maintaining tension, oidy the remainder P^ — P being available 
to serve as centers for the liberation of energy for shortening and work. It 
is peculiar, however, that these shortening linkages must then be supposed 
to liberate energy at a more or less constant rate, so that the longer the time 
taken in shortening, the greater the amount of energy liberated. 

This conclusion results from the assumptions which were made, for the 
total rat e of extra energy liberation is &(Po “ P)> and the nund)er of linkages 
engaged in liberating this extra energy is (P^ — P)n/Po, where n is the tolal 
number of linkages. Then the rate of extra energy turnover in each linkage 
is equal to the ratio of these two quantities, or bPo/n^ which is constant. But 
the total extra energy for a constant amount of shortening, x, is (P + a)x, 
i.e., it increases with increase in the load P. The only way in which a 
smaller number of linkages, each working at a constant rate, can liberate 
more ejiergy is to spend more time doing it. Thus, the extra energy 
liberated by each linkage depends upon the time during which it is kept at 
the business of shortening, rather than being directly a functifjii of the load. 
It is also, of course, proportional to the amount of shortening, but this is 
because it takes longer to shf)rten a greater distance uniler the same load. 

Each shortening linkage must be regarded, therefore, as a center for the 
continuous liberation of extra energy. If this made a reasonable and 
plausible hypothesis, it would provide an explanation for the fact that a 
muscle liberates extra energy for work. This concept is, however, a difficult 
one to entertain, and it is made no easier when one realizes, in addition, that 
the linkages nr active points of the muscle which are supposedly engaged in 
maintaining tension P (i.e., the fraction P/Po) arc also acting as centers of 
continuous energy turnover, the rate of turnover being independent of the 


B Katz, J. Physiol., 96; 45, 1039. 
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ti‘iisioii maifitained. This is evidently true, because the rate [)f liberation 
of maintenance heat Joes not appear to change when an ksometrically 
stimulated muscle is sudilenly releaseil and alloweil to shorten, either under 
a large loatl or a small one.^^'^ We evidently know too little about the 
submicroscopic contractile mechanism to make speculation of this type 
profitable, but it seems that IlUVs theory does not 'provide an adequate explana- 
tion for the exeess energy. If, however^ one assumes the necessity for the 
Uheration of extra energy for shortening and work, then the theory provides a 
good explanation for the force-velocity data. 

Hill's theory has also supplied a good explanation for the shape of the 
isometric tetanus. The muscle is regarded as a contractile element, 
governed by the characteristic equation {F + o) (v + 6) = coTistaiit, and 
an undamped non contractile elastic clement composed of tendon, sarco- 
lemma, etc. The contractile state is assumed to he set up instantaneously, 
and, as shortening begins, the elastic component is stretched so that the 
tension P rises. At first, however, P is low, and the velocity of shortening 
is high. As the elastic element stretches, P becomes larger, and the velocity 
of shortening becomes less, finally reaching zero when P = Py. According 
to Hill, the values of a and b obtained from force-velocity data and heat 
measurements exj)lain satisfa[*lorily the shape of the isometric tetanus of 
the same muscle at the same t eriiijerature. The explanation introduces 
j)iie new quantity, which depends upon the elasticity of the free elastic 
eoniponeiil of the musile, but methods for determining this are proposed. 
The theory applies rather well to the frog sartorius muscle, but not so well 
to torloisc muscle. Various other equations can be suggested which fit 
the experimental isomelrie tel anus curves as well as, or in some cases per- 
haps better than, the equation of Hill, but the latter must be credited with' 
offering, in adilition, a ratifjiial basis for the equation. In any event, this 
work of Hill’s must be regarded as a great step in advance. Henceforth, 
it is not enough to describe tlie shapes of isj)tonic and isometric curves; now 
it is necessary to t^xplaiii why they have these particular shapes, and the 
coiislants of the iriechanogram must be related to the constants of the 
thermogram. Musrde jdiysiology is advancing, therefore, to the status 
of a science! 

Jiefore leaving the j^roblein of the explanation for the velocity of shorten- 
ing, one further theory may be mentioned which has been advanced by 
Dr. Itamsey (])ersonal communication), ('onsider a muscle at resting 
length ()Lo 9 which can develo]) an isometric tension L^o, Fig. 54. This 
iiiusele is allowed to shorten against various loatls, PrP, isotonically until it 
strikes a stop at length OL. The velocily is measured over this short range 
of lengths between L and Lo. For the smaller loails, at least, the velocity 
at any loafl is reasonably ennstant over this whole range. For loads greater 
than LoD, the velocity will become zero before the length OL is reached. 

2i>i)The riuiiriU‘naiii‘L‘ hviiX does vary to siiiiie extent as a fuiicliou of and of length, af 
already mentioned. 
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Without the stop at OL, the muscle would shorten to the line BPu^ and it 
approaches this line with a velocity which is more or less proportional to 
the distance which it still has to go. Further shortening is impossible 
beyond BP^, because of the internal elasticity of the muscle connective 
tissue, and it may be supposed, somewhat arbitrarily, that if this extraneous 
factor did not enter in, the myosin chains themselves would be able to 
shorten further perhaps to the line OCPo. With continued stimulation, 
Ramsey and Street have actually observed a further shortening of single 
muscle fibers to a rather similar line (see Fig. 46). At lengths less than OB, 
the muscle is in the condition describeil as the “delta state.” The initial 



Length 

Fig. t54. — Lengtli-ien.siciii diagram. BP represeiils the teiisiim drvcloped in a ietarius 
[rirdinates) at different lengths (ahseissae). Dotted line shows adililiimal shortening whieh 
ran be realized in part in single musile fibers when eonneetivc tissue does not ini erf ltd. 

velocity of shortening may be assumed to be proportional to the distance 
the muscle must go before it reaches the line Oi^Po. If this line is properly 
drawn, it will of course provide an explanation of tlie velocity of shortening 
at different loads. For the larger loads, the line OiPo inay nearly coincide 
with the line BP oh but at lower loads the exjierimental basis is somewhat 
less adequate. Actual force velocity curves can be fitted to such a curve 
very satisfactorily. (In this case, distances to the left from Lo represent 
velocities, and vertical ilistaiices represent force.) AlLlioiigh this theory is 
rather arbitrary, it docs emphasize the fact that the velocities which have 
been measured at different ten.sions are all initial velocities, and Hill's 
equation has been verified only over this narrow initial range between L 
and Lo. The rules which govern the heat production and the velocities, as 
the muscle approaches equilibrium positions along the line BPo, have not 
been worked out. 

Surninary. — Hill proposed that rapid movements of muscles were limited 
by the viscous resistance of the muscles. Fenii cast doubt on this inter- 
pretation by showing that the force did not fall off linearly with increase in 
the speed. He proposed, instead, that the muscle contracted more slowly 



Chap. 33] 


MUSCLES 


509 


under large loads because it needed more time to liberate the extra amount 
of shortening energy and work energy required by these large loads. Hill 
then accepted this idea, but gave it quantitative expression in his equation 
of muscular motion. While this theory is very ingenious and successful, it 
requires further and more precise verification. Some of its logical con- 
clusions, as applied to the myosin chains, are unfortunate. Another simpler, 
but less quantitative, theory is proposeil (From Ramsey). 

ll. Is Relaxation Active or Passive? — The answer to 
this question is fundamental to any theory of contractility. 

On the one hand, the resting muscle may be regarded as a 
loaderl gun containing stored potential energy ready for 
delivery on stimulation. Contraction is, then, purely 
passive in the sense that it is analogous to the release of a 
previously tensed spring, the mechanical performance of 
which is fixed in advance, lluring relaxation, the spring 
must be stretched back to its original position, and this is, 
then, the active phase where work is done at the ex])ensc of 
chemical ])otential energy. If, on the other hand, contrac- 
tion is an active process, then chemical potential energy is 
transformed directly into work during shortening, and dur- 
ing relaxation the muscle returns to its original resting con- 
dition by its own internal elasticity, simply because the 
linkages which cause shortening arc no longer energized, 
the supply of chemical energy having been turned off. 

There can be in) question about the fact that a muscle 
will tend Lo return to its resting length after contraction, 
even in the absence of any external force, such as that 
provided by a weight. An unloaded muscle, or one 
floating on mercury, will do this fairly well. This active 
more convincingly demonstrated to me by Dr. Ramsey with one of his 
single muscle fibers, skilfully dissected by Mrs. Ramsey and stimulated 
while suspended freely by one end in Ringer’s solution (see Fig. 55). The 
weight of this tiny contractile thread in water was so small that the fiber 
only slowly fell to a vertical position under its point of support. The relax- 
ation process, however, was too fast for this fall, and the much-shortened 
fiber seemed to be so violently extended by some internal force at the 
moment when the stimulus ceased, that the fiber was thrown sideways into 
loops and then slowly floated back into its original position. In this sense, 
therefore, relaxation is undoubtedly active. The origin of this relaxing 
force, however, is uncertain. Two possible forces causing relaxation may 

Personal eomni uni cation. In writing this chapter, the author has received much help 
and stimulus from frequent discussions with Dr. Ramsey, to whom grateful acknowledgement 
is made. His own views differing somewhat from those here reported, are included in the 
article published in The Handbook of Medical Physics, p. 784, 1943, edited by Otto Glaser: 
The Yearbook Publishers, (/hicago, 111. 
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be mentioned: 1 . The elastic bulging of the sarcnlemma of the shortened 
muscle, or some similar elastic resistance to slu)rteiiijig; and 2 . some chemi- 
cal reaction yielding free energy which is user! to re-establish side-chain 
linkages between myosin chains, thus forcibly j)nlliiig the polypeptide grid 
back into its resting <■■■■."-■111.15 i"'i. 

The elasticity of the sarcolcmma has alrearly been considererl. Some 
force of this sort certainly exists, but it is a cjuestion whether by itself it is 
sufficient to explain the amount of “activity'* which has been observed in 
relaxation. As to the second suggestion, it is sufficient lo point out that 
it is just as easy to imagine linkages between neighboring myosin chains, 
which when established will pull the chains out into more or less straight 
lines, as to imagine linkages between different parts ol' the same chain, which 
will cause shortening or kinking of the ehain. Thus, we couhl postulate 
relaxation linkages as well as coiitracti[)n Jinkagi‘S. TTntil we kiu)W exactly 
what the chemistry of the folding process may be, either of these postulates 
has equal a priori valiility. The er)mbination of ])lii)sj)hate with myosin, 
as proposed by Kalekar,^®- behavi^d as a relaxalion linkage, but iL might 
equally well have been suggested as a <*ontraelion linkage withoiil, appar- 
ently, violating any known faels. 

In most respects, there is little lo choose between ihese two tliec»ries. 
The active relaxation tlieory has the advantage that it fits better with the 
all-or-iionc law, particularly as it ajqdies to single musele fibers. These 
studies (llamsey and Street) suggest that there is no fatigue of the con- 
tractile mechanism t)roper — if an imliviilual fiber responds at all, it develops 
the same tension or shortening, whether it is fatigued or not. (There are 
some exceptions, or apparent exceptions, lo this rule, which need not be 
considered here.) After a certain number of stimulations, the fiber may 
suddenly fail to resj)oiid, and it is this progressive dropping out of the 
individual fibers in the inultifibered muscle which accounts fur the phe- 
nomenon of fatigue as it is ordinarily encountered. Jn terms of the active 
relaxation theory, this means that the myosin machinery fhies not fatigue, 
but only the ability to respond or the excitability. [)n the other hand, 
there is no evidence that the relaxation (assuming it to be active) ever 
fatigues, cither, except after the fiber has been allowed to shorten exces- 
sively (when it goes into the “delta state” and thus fails to relax), or under 
conditions which induce rigor. Rigor itself may well be regartled as a sign 
of failure of an active relaxation process. When a single fiber fails to 
respond, however, it remains inactive in a state of relaxation (not in con- 
traction). It has recovered from its last contraction and energy has been 

H. M. Krtlfkar, (lieui. llcv., 28: 71, 1941. 

This theory was very niuely slated in 1871 by Radrliffp, whose ideas on the suhjert 
developed from seeing a rabbit in the death spasms from strychnine poisoning. “Is it possi- 
ble, I asked iiiysell, that lili* may show itself, not in causing erinlrael ion, hut in keeping the 
muscle relaxed, and that the doetrinc of musrular motion may need reforming in aeeorjanee 
with this idea.?” — Dynamics of Nerve and Muscle; Preface: MacMillan, London, 1871, by 
C. Ih Radrliffe. 
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restored to the myosin chains, which are ready to “contract” again. But 
contraction has become temporarily impossible because the fiber can no 
longer be stimulated. For this theory, therefore, it is necessary to suppose 
that the process of excitation is something quite aj)art from the process of 
contraction, which, apparently, does not fatigue. 

On the other hand, the active contraction theory is favored by the heat 
production data. In the first ])lace, HilP®"* has fr)iind no heat in relaxation 
other than that derived either from the lowering of the weight in relaxation 
or from the polential energy of the tensed muscle. Witli his improved 
techiiit|ue, he did nf)t ctinfirin a moiety of the relaxation heat described by 
F enn,^®^ which a])])arently came from some active relaxation process. More 
important than this evideiii’e, however, is the fact, already mentioned, that 
extra energy for work is liberated iluring contraction rather than relaxa- 
tion. If contraction were merely passive, the energy [heat plus work) 
liberated during contraclioii should depend u])on the amount of short- 
ening or u))on tlie area of the lejigtli-t ension diagram “covered” by the 
sliorteriiiig, but should be iiidepeinleiit of the load or tlie tension under 
which the shortening tfjok place. Since, in the last analysis, the total 
initial heat is a measure (d* the total chemical loreakdown, and since the 
variation in the heat [plus work) due to load occurs in contraction, it is 
reasonalde to coiiclufle that the variations in the amount of chemical break- 
down also occur during contraction. The number of myosin linkages which 
are activated, theref[)re, by a given stimulus, or I he amount of energy which 
each linkage liberates, njust be determined by the load or other mechanical 
conditions after the stimulus is over. Contraction, in other words, is not 
merely the removal of some “stop” which ])revcnts shortening of a pre- 
viously strelched spring, but involves some other process which discriminates 
between different mechanical conditions and liberates more energy in 
prt)portion to the work done in arldition to the energy which might be cal- 
culated from the length-tension diagram and the maintenance heat. 

12. Contractures. — Thus far in our consideration of the mechanical 
activity of muscles we have dealt only with the typical all-or-none twitch 
and the tetanus built up by a series of twitches. This presents, however, a 
very limited view of the actual situation, for there is a great variety of 
muscles not only in tlie different parts of the vertebrate body, but also in 
the various species of animals, and the nature of their activities differs 
widely. Even in one and the same muscle, there may be different kinds of 
fibers with different eharaeteristics, and, finally, the same fiber under suit- 
able conditions may exhibit mechanical activities which differ markedly 
from the all-or-nonc contractions usually used for student demonstrations. 
These abiiorinal responses are conveniently classified as contractures, mean- 
ing that they lack some of the usual features of a muscle contraction. 
Generally, contractures are not conducted from one end of the muscle to 

A. V. Hill, ProL'. Koy. Shl',, Luiidon, B, 125: 136, 1938. 

26B w. 0. Eenn, J. Physiol., 58; 373, 1923-2'4. 
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the other, and are diminished in tempo. They differ from tetani in lacking 
the repetitive action potential which is the inevitable sign of the all-or-none 
mechanism. 

The most careful and critical analysis of the nature of contractures is to 
be found in the classical review by Gasser,^''® wliich is as good today as when 
it was written. Contractures are usually elicited by exposure to chemical 
agents, which are supposed to act directly upon the contractile mechanism 
without involving the conducting action potential mechanism. The same 
effect, however, can be produceil by electrical stimulation. Gerard and 
Gelfan^®^ arranged to stimulate, in this way, the isolated single muscle 
fibers in the retrolingual membrane of the frog, and were able to observe 
local responses in the vicinity of the electrodes which were not conducted, 
and which were graded in intensity in proportion to the intensity of the 
stimulus. When the stimulus intensity reached a certain critical point, 
however, the all-or-none mechanism was excited, and the whole fiber gave 
the familiar twitch response. Gelfan and Bishop f 1.936)^'^*^ showed that their 
local contractures were not accompanied by any action potential, but 
represented the response of the contractile mechanism alone. 

Pricking a muscle fiber with a fine pin point may initiate either showers of 
normal impulses accompanierl by action poteritials^*^'^ or, on occasions, local 
contractures lacking altogether in any electrical sign.^^“ According to 
Gelfan and Bishop, it is even possible to initiate, in this way, conducted 
contractures without action potentials,^^® which arc difficult to distinguish 
from normal twitches in other respects. Thus the contractible mechanism 
is by itself conductile. Once the myosin threads begin to shorten in one 
spot, adjacent chains may also become involved until the whole fiber is 
contracted. The fact that this does not always occur, and that localized 
contractures are often observed, indicates that the all-or-none action poten- 
tial mechanism is to be regarded as something superimposed upon the 
contractile machinery, which makes its re.sponses more certain and predict- 
able. The nature of conduction in the contractile machinery is not known, 
and the process is even more complicated by the finding of Steiman and 
Pratt, that nonconducted contractures may occur at some distance from 
the point of electrical stimulation without any detectable mechanical activity 
in the intervening tissue. Nevertheless, something has been conducted 
which can be blocked by mechanical compression between the point 
stimulated and the point of response. 

Some of these curious facts are diflicult to reconcile with any current 
theories. They do serve to show, however, that the contractile mechanism 

S. Gasser, Physiol, Rev., ID: 36, 1931). 

S. Gelfan and R. W. (ierard. Am. J. Physiol., 96 : 412, 1930. 

S. Gelfan and G. H. Bishop, Am. J. Physiol., lOl : B78, 1932. 

2B9 ^ Wilska and K. Varjoranta, Skandinav. Arch. f. Physiol., B2 : 27B, 1939; ibid., B3: 82, 
88, 1939. 

Gelfan and G. H. Bishop, Am. J. Physiol., 103: 237, 1933. 

5. E. Steiman and F. H. Pratt; Am. J. Physiol., 122 : 27, 1938. 
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can be separated from the action potential. There is usually, to be sure, 
a close correlation between the magnitudes of the mechanical and the 
electrical responses of muscles, but this is usually attributable to variations 
in the number of fibers involved, and does not prove a parallelism within a 
single fiber. Even with indirect stimulation through the nerve, localized 
contractures can be produced, as is shown by the contracture which was 
observed by Feiig^’^^ in the neighborhood of the end plate at certain fre- 
quencies of stimulation and coincident with the appearance of an inhibition 
of myoneural transmission. If the hormonal theory of myoneural trans- 
mission is valid, it must be supposed that acetylcholine or similar agents 
liberated in an end plate can stimulate both the muscle action potential and 
the contractile machinery, and, probably, under some conditions, may 
produce only contractures similar to those caused by iinincrsing an isolated 
muscle in a solution of acetylcholine. To what extent such local non- 
propagated contractures occur in vivo must remain for future investigation 
to elucidate, but it is not improbable that further instances of this sort will 
be encountered. In any event, the mere existence of contractures focuses 
our attention upon Ihe obscure processes which intervene between the 
initiation of the action poLeiitial and the onset of the mechanical response 
itself. 

From the j)oint of view of an inquiry into the fundamental mechanism of 
muscle activity, the cf)Titractures offer as good a starting point for observa- 
tions as th e more typical contractions. Qualitatively, at least, the two types 
of activity are iLlentical, the same physical, chemical, and biochemical 
changes being involved. In some cases, these are better studied in con- 
tractures, which arc more amenable to analysis because of their slowness. 
Since, however, muscles in con fracture readily pass into irreversible rigor, 
the responses cannot be so readily rtqieatcd for further observations. On 
account of this similarity between contractures and ordinary twitches, no 
special consitleration of the mechanism of the former is warranted. 

13. Theories of Muscle Contraction. — Throughout the time of 
recorded history man has been inventing machines for transforming energy 
into useful mechanical work. Inmany of these machines, the source of energy 
is in the form of chemical potential energy. To transform this into work, it 
is first transformed into heat, or the original material is burned to gaseous 
products which occupy an expanding volume. Various of these man-made 
machines have served as models for explaining the muscle machine. Thus, 
the muscle has been supposed to be a heat machine (Engelmann^’^®), and 
the shortening has even been attributed to an increase in volume, due to 
.irciiin.il.i' .' j CO 2 in the form of a gas (Wacker^^^). Others have attributed 
the contraction to electrical forces, as in an electric motor. No one, 
apparently, has reversed this process and used the muscle as a model of a 

272 q* p_ Peng, Chinese J. Physiol., 14: 2D9, 1930. 

278 x. W. Engelmann, Proc. Roy. Soc., London, 67 : 411, 1895 

Wacker, Pfliiger’s Arc-h. f. d. ges. Physiol., 168: 147, 1917. 
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machine for industrial use, although such a machine, shorn of its painful 
afferent impulses, would be more efficient, and hence more economical, than 
any machine now in use. Even if the muscle could be imitated in the 
laboratory, however, its practical usefulness would probably not be very 
great, because of the delicateness of the parts, its susceptibility to bacterial 
invasion and to temperature changes, aiul tlie fact that it could not utilize 
chemical energy in any natural form, such as crude oil, without first elaborat- 
ing it into very special chemical compounds. 

The contraction of muscles is so commonplace a phenomenon to all of us 
that it seldom arouses our conscious curiosity. Yet nothing could be more 
dramatic than to witness a muscle being ‘‘galvanizetl into activity" by a 
modern galvanic cell. A mechanical force suddenly lcai)S forth from a 
viscid, transparent, inert jelly. Whence comes ibis miraculous transforma- 
tion ? We have a conviction that the fundamental idea is no more crmi- 
plicated than any gas engine, and the essential moving j)arls are probably 
far simpler. So we find ourselves faced with one of the most 1a:il;di/!:iL^ of 
biological j)roblems. It is tantalizing just because it looks so absurdly 
simple and easy. It is, nevertheless, a j)roblem which has challenged man’s 
seientific ingenuity for centuries, and in every age the most recent advances 
have deluded investigators into thinking that ultimate success was almost 
within reach. So it is today. The necessary methods of study seem to be 
ready for use, and much of the necessary information is at hand to comjdelc 
the theory. 

It has now become apparent that tiie contractile machinery of muscles 
has developed from the protein structure of the undifl’erentiateil cells. The 
fibrous, rather than the globular, proteins of the cell have become mobilized 
in the vertebrate muscle into a close-order array of contractile units. There 
is probably nothing essentially new in the mechanism which is not already 
present in the ameba. 

Muscle physiology, like the ameba, has advanced through the ages by a 
scries of “lunges.” The pressure of new discoveries gradually buihls up iti 
the endoplasm of the research laboratories until it suddenly bursts through 
the gelated ectoplasm of preconceived notions, letting loose a flood of new 
ideas and new theories which advance like a pseudopod into new fields of 
knowledge. 

tt). Historical development . — The first noteworthy advance of this type 
was initiated by the great discovery of animal electricity by Galvani, which 
laid the foundation for the electrical theories of contraction. Even toil ay, 
one hears suggestions that a striated muscle is a series of plates with alter- 
nating positive ajid negative charges. A second great advance came 
from the introduction of the kymograph into physiology by Ludwig. This 
let loose a host of papers in which the length and tension of the muscles were 
recorded under every imaginable condition and situation ainl with every 

^■^5 H. R. Prorter, Kolloid-ZUchr., 10: 281, 1912; G. Pusuh, MUnihen. iiied. Wuhnschr., 71: 
11B4, 1924. 



Chap. 33] 


MUSCLES 


515 


imaginable device — inertia levers, tension levers, isotonic and auxotonic 
levers, free shortenings anrl after-load erl shortenings, and muscles helrl tight 
and released with a snap. All these lieljjeil to proviile precise observations, 
but prrjvirled no important suggestion as to the mechanism of coniraction. 

As rapidly as the science of thermodynamics developed, it found fertile 
field for its ajjplication in muscle. It was Helmholtz, working on the 
problem of the conservation of energy, who first sought to find out where the 
energy for a contraction came from. He measured the rise in temjicrature 
of a contracting muscle, and satisfied himself that chemical reactions of 
substantial energy value were responsible for the dramatic mechanical effects 
observed. Later, Fick“^^ went farther in the same direction, and actually 
established an early value for the mechanical equivalent of heat by c[)mpar- 
ing the heat generated in a muscle wiLh the energy lost simultaneously by 
the fall of a weight which strelehed il. Fiek was a teacher of both physics 
and physiology, and he was quick to see that the mechanical efficiency of a 
muscle was too high for any heat engine, which was limited for its highest 
temperature to the relatively low value recorded in stimulated muscle. 
Except for the fact that it was contrary to the newly announced secontl law 
of thermodynamics, Engelman's'^’^ piece of catgut or violin string, heated 
with a coil of wire, made an excellent model of a muscle contraction.^^” 
Later, the same model was marie to contract by the application of acid, and 
server! a better purpose as experimeiiLal supi)ort fr)r a colloid chemical theory 
(Strietmann and Eischer^^^). The impetus derived from heat production 
measurements has not yet spent itself, and the results have formed a sub- 
stantial guiding framework into which all contraction theories must be made 
to fit. But the results seem to be far removed from the actual mechanism 
of the contraction. 

Another of the great advances dates from the work of Fletcher and 
Hopkins, who did not discover lactic acid in muscle, but who learned to 
control it. They chilled the muscle before grinding it up for analysis, thus 
eliminating the traumatic formation of the substance, and so they revealed 
clearly, for the first time, the fact that lactic acid is formed in contraction 
and anoxia, and disappears in recovery in the presence of oxygen. There- 
after, iip-to-ilate teachers were no longer satisfied to demand of their 
students technically perfect kymograph records of after-loaded muscle 


II. vnn Ilplmholtz, Arch. f. anat. Physiol., p. 144, 1H4H. 

A. Pick, Mech. Arbeit und Warm enl wick, bei der Muskeltatigkeil ; Leipzig, 188!i. 


The efficienry of a heat engine at an absolute temperature of T„ is given by 



so 


that at a resting temperature of l.Q°(L the stimulated temperature would have to be tf) 

give an efficiency of 25%. 


92 — 19 
27^19 


0.25. 


W. H. Strietmann and M. TI. Fischer, Kolloid-Ztsrhr., iQ: fi5, 1912. 

2 SII \Y. M. Fletcher anil F. CL' Hopkins, Proc. Roy. Sric., London, B, B9: 444, 1917. 
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twitches, but they began, instead, to devise experiments on muscle metabo- 
lism. Thus began the “lactic acid era” which was continued by the classical 
heat production measurements of A. V. Hill'^®^ arnl the chemical experiments 
of Meyerhof, which culminated in the Hill and Meyerhof theory. 
The contributions of these two investigators, working independently, left 
the whole matter so well worked out in 1924 that one knew instinctively 
that it could not last. While Hill and Meyerhof did n ot commit themselves 
to any particular theory of the actual mechanism of shortening, the prestige 
of their chemical and thermal analyses of the muscle coiitraclion readily 
provided a basis for innumerable theories which all regarded lactic acid as 
the causative agent. The general fault in all these theories was that no 
provision was made for the transfer of energy derived from the formation 
of lactic acid into the work to be done. The lactic acid was formed, and the 
resulting energy was degraded into heat, after which the lactic acid might 
migrate to, or find itself in, a “contraction spt)t,” where it could, perhaps, 
raise the osmotic pressure or ionize srmie protein, solidify a liquid crystal 
(Clark or form a solid surface film on the fibrils (Garncr^^^^), and so cause 
contraction. The energy for such a contraction, however, would have to 
come from the lactic acid )irolein reaction, the energy of which would be 
quite inadequate to explain the high efficiencies observed; and the osm()tic 
pressure produced was also inadequate to explain the work, even if all the 
lactic acid appeared in one spot in the form of a 9D% solution (Meyerhof^*^^). 
The problem of an energetic coupling between the products of glycolysis anil 
the products of contraction in other words was not properly taken into 
account. 

The lactic acid theories were also deficient in a far simpler way because 
it soon transpired that the lactic acid did not aj)pear in the muscle anyway 
until after the contraction was all over. So there came another revo- 
lution'-^*^® which ushered in the “phosphale era.” Now the first detectable 
change was a breakdown of the newly discovered phosphocreatine, and, 
later, the loss of one phosphate from adeiiylpyrophosj)liate. Jatlle by 
little the biochemists began to take over the teaching of muscle chemistry, 
while the physiologists seemed to be turning Lheir attention elsewhere. 
More and more chemical reactions, more enzymes and co-enzymes appeared 
on the muscle scene, and they all appeared to revolve about the phosjjhate 
molecule. If a molecule of adeiiylpyrophosphate lost a phosphate on 
stimulation of the muscle, it collected another from a phosphocreatine 
neighbor. And the creatine, in turn, picked up one from phosphopyruvic 
acid, which (as hexosc) had received it originally from adeiiylpyrophosphate. 

A. V. Hill, Muscular Activity: Williams *ind Wilkins, BaUiinore, 1921). 

0. Meyerhof, Die Chemisclie Vorgange im Muskel: Julius Springer, Berlin, 1931). 

Janet H. Clark, Am. J. Physiol., 82: 181, 1927. 

284 Garner, Proc. Roy. Soc., London, B, 99: 40, 192.5. 

2®*^ O. Meyerhof, Handb. d. norm. u. path. Physiol., VllF, 1: .530, 192.5. 

28“ A. V. Hill, Physiol. Rev., 12 : 56, 1932. 
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Stimulation started the phosphate gears grinding, and somewhere in the 
chain the energy of a phosphate bond was thrown out into the contraction 
machinery. The phosphate era was one of marked progress, not unaccom- 
panied by bewilderment, for it seemed to lead to no clean-cut theory of 
contraction which an elementary student could comprehend. The theories 
of contraction were left to the pictorial powers of histologists, and students 
of physiology were to be found struggling with multitudinous details of 
muscle chemistry. 

With the work of Meyer^^^ and Astbury,^®® aided by many others, 
“themyosin era” dawned. Diiceagainthe physiologist had some machinery 
to talk about in connection with muscle. The flame has spread into the 
remotest corners of biology. The newer knowledge of the configuration of 
protein structure has illuininaled innumerable problems, from the structure 
of protoplasm to the naliire of viruses. Muscle physiology also has advanceil 
greatly under the impetus of these new ideas. Every aspect of the subject 
must now be scrutinized again Lo sec how it will fit into the submicroscopical 
picture. It is from this point of view that this chapter has been written. 
Now, at last, we seem to have not only the chemical cycle which provides 
the energy f()r work, but also the machinery for doing the work. The 
phosphate cycle provides the energy; the partly folded molecules of myosin 
cause the contraction by superfolding. And even more recently, the myosin 
itself seems to have been fitted into the energy cycle to give us an outline of 
the modern theory. 

6). Surface tenjfion theory , — To some extent it is true that the prevalent 
th eories of muscular contraction do not change as the subject progresses — 
they arc meredy revised as to details and brought up to date without alter- 
ation of the fundamcnlal idea. An example of this is the surface tension 
theory. When first presented, the main experimental support was found 
iji the fact that the tension developed in a twitch, like surface tension, is 
decreased by a rise of temperature (Bernstein^^^). Further consideration 
showed, however, that this evidence was of no value. The difficulties 
encountered in the interpretation of temperature effects of this sr)rt have 
already been discussed. In general, it may be said that the tension produced 
under a given set of conditions may be regarded as dependent upon the 
amount of energy available, and cannot be regarded as a measure of the 
true force of the contractile machinery. 

Originally, the surface tension theory was conceived of as applying to 
cylindrical sarcomeres, which increased in surface tension at the moment of 
stimulation, thus rounding up and shortening. When it became evident 
that the surfaces involved were too small to provide the required forces, 
smaller units were considered. But, even if the surJaces of the fibrils are 


H. Meyer, BiDcheiii. Ztschr., 214: 253, 1929. 

2 BS \y Astbury, Science Progress, 193; 1, 1939; Ann. Rev. Biocheui., B; 113, 1039. 
J. Bernstein, Pfliiger’s Arch. f. d. ges. Physiol., 122; 129, 1998. 
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considered, it is necessary to assume a surface tension of 11 D dynes per cm. 
in order to explain the force exerted by muscle. Tonsidering that each 
fibril is made up of micelles and assuming, with Fischer,-^^^ that each micelle 
has a diameter of 5 ni/x, it may be calculated that the distance along the 
edges of all the micelles (numbering about 3.7 X 1D“) in a square millimeter 
cross-section of muscle is 58DD cm. If the muscle force is taken as 2!^, 01)0 
dynes per mm^ (IlilF^^®), then it is necessary to assume a change of surface 
tension of only 22,0 00/58 DD or 3.8 dynes per cm. to explain the force. The 
interfacial tension between oil anil water is about 20 dynes per cm., so that 
this is a reasonable figure. Surface tensions against air are much higher 
and cannot properly be used for comparison, since no water-air interfaces 
can be involved in muscle. If, instead of using the micelles, one calculates 
on the basis of myosin molecules ID mg in diameter, there would be 21) 
chains in each micelle, ainl the total circumi'erencc in each mni.^ of muscle 
would be 23,20 D cm., so that a change of surface tension of a little less than 
1 dyne per cm. would suffice to explain the force. A somewhat similar 
calculation was recently made by Lange. iTranting that it is permissible 
io formulate the c[)ntraction process in this way, it still remains necessary 
to explain wdiat change in the myosin molecule has resulted in the c•alculal(‘d 
change in surface Leiision. It certaiidy seems probable that all the myosin 
molecules must be involved in the contraction, rather than only those which 
are confined to the surface. In a micelle of 5 mg dianietiT, however, nearly 
half of the myosin chains (each 1 mg diain.) would be on the surface, so 
that the reaction of myosin with the soluble products in the solution would 
be rapid. 

A greater difficulty with the surface tension theory is in explaining the 
change of length. If a sjiherc is stretched out into a cylinder without 
change in volume, it will become unstable and break into two when the 
length of the cylinder becomes eipial to its circundVrcnce,“'’'* or when th^ 
length is about 3.8 times the diameter of the original sphere. Sinc*e muscles 
or contractile tissues in general can shorten to say }i or less of their resting 
length, 234 j-an be stretched reversibly to nearly twice their resting length, 

an over-all change of 8 fold or more is ref|uired. In any event, it hardly 
seems possible or juofitable to regard a myosin molecule, or even a stack 
of 2D such molecules, as a fluid cylinder. When reduced to these dimensions, 
the surface tension hy])othesis has largely lost its usefulness as a guide to 
investigation, but it has nevertheless attained thereby a certain measure of 
truth. 


A. V. Hill, Prop. Roy. Sop., Lonilon, B, 9B; 50Ii, 

Ernst Fisphpr, Tolil Spring Uarbrir Syiiip., 4; 214, 

E. Lange, Sitzimgsb., d. phys.-med. Son. zu Erlangen, 71: 257, 1943. 

293 j)^ Thompson, Growth and Form, p. 227: llnivprsily Press, Cambridge, 1.917. 

294 According to Engelmann (Proi*. Roy. Sor., London, 57 : 411, 1895), the muscles of inscutwS 
can shorten to 3^ o, and the myppodia of Acanthocystis to J'5 D» their resting length. 
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c). Colloid-chemical theory . — Another group of theories may be classed 
as coll nid-cliemi cal (Lillie, McDougall,^®® 'Strietmann and. Fischer, 

M eigs“''^), or osmotic pressure theories (Roaf,^^® Wacker,^‘^“ Berg^“^). Both 
relate contraction to mtwements of water resulting either in asymmetric 
(lateral rather than longitudinal) swelling of colloidal particles, or in an 
inflation by osmotic pressure of cylindrical structures (sarcomeres), which 
become spherical and thus shorten. In the latter form, the theory is 
certainly untenable: 1. Because it does not apply to iinstriated muscle; 
2. because the known chemical changes in muscle could not produce ent)Ugh 
osmotic energy to do the work of a muscle; and 3. because a shortening of 
only 33% is explained in this way. It seems unfortunate, therefore, that 
the theory should have been revived in recent years. (Szent-Gyorgyi'*®^.) 
In this latest application of the idea, however, the theory has also been 
extended into submicroseopic dimensions, and in this form the distinctions 
between the colh)ifl-chemiral theory, based on the behavior of catgut or 
gelatin in electrolyte solutions, the myosin theory based on protein structures 
and the osmotic thc'ory based on changes in the hydration of myosin 
molecules, largely disap])ear. All these theories now appear to have been 
reduced to a single least common denominator — the myosin chain. 

Indeed, the folding of the myosin chain seems to be the inevitable 
lerminus of any theory, once it is granted that a fibrous protein is responsible 
for the contract itui. Then, when the whole muscle shortens, the long 
molecules of which it is composed must also inevitably roll up, or kink 
themselves into some more compact structure. Speaking very generally, 
it may be said that the fibrous protein coagulates or aggrega I in a reversible 
manm^r. Now, coagulation can be explained in a variety of ways. An 
increase of surface tension, correlated with a change in potential, may cause 
an aggregation of individual particles and a resulting decrease of surface 
area. f)r there may be a decrease in hydration, resulting in loss of the 
solvate layer, closer apjiroximation of m i-. liln.i i: .■ molecules, and the 
establishment of new hydrogen bridges. Finally, there may be more 
specific reactions which permit neighboring points on a chain to combine 
together, thus drawing the long chain into loops. Thus, in the original 
theory of Meyer, a change in pH was supposed to bring the myosin to its 
isoelectric point and cause a sort of intramolecular zwitterion formation, 
whereby adjacent COOH and NH 2 groups became COO~ and Nil's and, 
so combined together, causing the molecular chain to coil upon itself. 

2 ^^ R. S. Lillio, Sl icin g, 35 : 247, 1912. 

2 BB MuDougall, Quart. J. Exper. Physiol., 3: 53, 1911). 

W. H. StriDtinfinn and M. H. Eiseher, KollDid-ZlsL’hr., ID: fi5, 1912. 

E. B, Meijjs, Zlsidir. f. allgein. Physiol., 8; 104, 19DB. 

2”“ H. E. Roaf, Proc. Roy. Soc*. London, B, 88; 139, 1915. 

3i)D Waik^r, Pfliiper’s Arch. f. d. ges. Physiol., 16B: 147, 1917; 169: 492, 1917. 

.Tiu \Y_ ivf Berg, Pfliiger’s Arrh. f. d. ges. Physiol., 149; 195, 1912. 

A. Szent-Ciyorgyi, Enzymologia, 9: 98, 1949. 

ana e; H. Meyer, Bi[)[‘hpin. Ztsrhr., 214; 2.53, 1929, 
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Other stereochemical suggestions have been proposed by Astbury'^^^ to 
account for the various degrees of folding of the fibrous proteins, as illus- 
trated by the extended j6-keratin, the partially folded a-keralin, and the 
supercontracted keratin which results from the treatment of hair with 
steam. The work of Mark**"^ on the stereochemistry theories of the stretch- 
ing of rubber are of interest in this connection, for they suggest the great 
range of lengths which results from molecular rearrangement caused merely ’ 
by rotation of a molecule ab[)ut its free C — C bonds. The problem of 
coagulation, therefore, has reached the molecular stage, and so have theories 
of muscular contraction. Jn some measure it is true that many of the older 
theories have in consequence become one. Present discussion is not 
concerned with a theory of contraction, but rather with the chemistry 
of the folding of myosin molecules. 

d). Myosin f Ming .—Aw the older theories, the folding of the myosin was 
due to the formation of lactic acitl, and, later, to the alkalinity resulting 
from the breakdown of phosphocreatine. According to Szent-Gyorgyi,^^^ 
it is due to the liberation of potassium. In support of this he can show that 
artificial myosin threads will shorten when cxi)osed to XCl. It is known, 
furthermore, that K is liberal ed from muscles [)ii .stimulation, and that 
muscles will contract when exposed to KTl. It is hard to believe, however, 
that the myosin is not exposed to the same amount of K before stimulation 
as afterward, and it is quite as likely that the loss of K from stimulated 
muscles is the result, rather than the cause, of contraction. It is asserted 
by Ern.st and Morocz,'*“® Lo be sure, that previously bound K becomes 
unbound or ionizeil at the moment of stimulation, but this conclusion is 
nothing more than a description of his experiment in which it was found that 
more K can be extracted from muscle when .stimulated than when resting. 
The decrease in volume which occurs in contraction is no ])rn[)f of this theory, 
even though it be true that the solution of K in water leads to a decrease in 
volume, and even though the decrease in volume is approximately what 
might be expected if the amount of K lost from the muscle were suddenly 
dissolved. There is still no reason to believe that all the X in muscle is 
not dissolved or ionized, even before it is stimulated. Imleed, it is impossi- 
ble to make up the necessary o.smotic pressure in the fibers unless nearly 
all the p[)tassium is in ionizetl form.-'*®^ Most of the decrease in vtdume is 
quantitatively explained by the breakdown of j)hosphocreatine (see p. 
482), so that there would seem to be little volume change remaining which 
could be attributed to X. The crucial experiment which elucidates the 
relation of X to muscle contraction .still awaits discovery. 

Muscle contraction has also been attributed to tlie liberation of calcium, 
but the evidence for this theory is even more fragmcuitary than the evidence 

3U4 ^ Astbury, Science Progress, 133: 1, 1.939. 

H. Mnrk, Cheiii. Rev., 25: 121, 1939. 

3tir Ern.st and E. Moroez, Enzymnlogia, 9: 133, 1.941). 

W. O. Fenn, Physiol. Rev., 20: 377, 1949. 
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for the K theory. The theory is based largely upon the contraction which 
results when a muscle is immersed in isotonic solution of Such a 

concentration is far beyond physiological limits. Some evidence for a 
liberation of Ca in contraction has been advanced, but other attempts to 
demonstrate such a change were unsucccsvsful.*^^^ Ca has been found to 
serve as a co-enzyme in adonylpyrophosphatase reactions, but this by 
itself means little. Mg is also a co-enzyme in other reactions of the energy 
cycle. Further evidence concerning the role of Ca is therefore rec|uired, 
particularly some better proof that the concentration of free or itjnized Ca 
is increased by stimulation. 

p). Myo.'iin as an enzyme . — The most recent theory of myosin shortening 
originated in the discovery that myosin can act as or is an enzyme for the 
removal of PO 4 from ailciiylpyrophosphate Moreover 

A.PP when added to a myosin solution causes a shortening of the molecules 
as indicated by a decrease in the double refraction of flow. (Needham 
et In this respect the APP is highly specific and produces its 

effect in a much lower concentration than is required by other sustances. 
Thus a G\)% decTease in birefringence is caused by 1.5 M urea, l.l) INI 
monovalent cation, 0.2 M bivalent cation or a pH of 10 , while APP has the 
same effect in a concentration of 0.004 M and can cause 15% decrease in 
birefringence in a concentraiion of 5 X 10 ~^ M. 

These are striking facts but it is still iu)t clear just how they exjdaifi the 
mechanism of contractility. It was suggested by Needham, et that 

the combination of APP with myosin was the immediate cause of the 
shortening and that relaxation occurred at the expense of tree energy 
derived from the splitting off of one PO4 from APP. It may be, however, 
that this energy is released during contraction and is the immediate source 
of the muscular work which is performed. Furthermore, the actual 
shortening may result from a phosphorylation of the myosin by the P ()4 
donated by APP as suggest ed by Kalckar (see p. 485 above). Mention 
has already been made also of the theory that the shortening is due to the 
effect of I\, which also causes a decrease in birefringence. Likewise, 

■"•““L. V. Ilpilbrunn, p. 188 in Tlie C'pII and PnilDplasin ; Syinpiisiuni uf tht* A.A.A.S.: Sfieiirc 
Press, 1940; also Physiol. ZooL, 13: 88, 1940. 

3119 Weisp, Aruh. f. t*xper. Palh. u. Phaniiakol., 1TB: 307, 1934. 

310 0 Penn, Doris M. Cobb, Jeanne P. Munery, and W. R. Ploiir, Ain. J. Physiol., 121 : 

595, 1937; spe also A. Keyes and L. Adclson, ibid., 115: 539, 193B. 

K. Hailey, Hiocheni. J., 35: Pil, 1.942. 

312 \Y. A. Engolhardl and M. N. Ljubiniowa, Nature, 144: 698, 1939; also W. A. En^rl- 
hardt, Adviiiices in Contpinp. Biol., 14: 2, 1941. 

A. Szent-Gybrgyi and T. Haiiga, St-ionce, 93: 158, 1941. 

M. Needham, Biochem. J., 35: 113, 1942. 

J. Needham, Shi-Chaiig Shfii, D. M. Needham, and A. S. L\ Lawrenee, Nature, 147: 
766, 1941. See also M. Dainty, A. Kleinzeller, A. S. C. Lawrenee, M. Miall, J. Needham, 
I). M. Needham, and S. Shen, J. Gen. Physiol., 27: 355, 1943. 

J. Needham, A. Kleiiizeller, M. Miall, D, M. Needham, and A. S. C. Lawrence, Nature. 
150: 46, 1942. 
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Ca has been implicated because it catalyzes the deph^spho^ylation of the 
APP by myosin. Bailey^^' has supposed that the stimulus to the muscle 
liberated Ca, which causes the contraction by assisting in the transfer of 
PD 4 from APP to myosin. Possibly there is truth in all these theories and 
contraction should be regarded as intimately dependent upon K and Ca 
as well as APP, PO4, anil myosin. In any event, the discovery of Engel- 
hard t and Ljubimova^^- seems to be the starting point of a new era in 
muscle physiology. In this new era, the coupling between myosin and the 
energy cycle will be clarified. This is now easy, for myosin itself has become 
a component in the phosphate rycle. At last the contractile machinery has 
become more than a struct lire which is ])assively acted upon by lactic 
acid or some other metabolic product. It is as if steam had at last been 
admitted to the ])reviously empty cylinders of the muscle machine. 

The maiiuscrijit for this section was received for publication in 
September, 1942. 
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INTRODUCTION; THE PROBLEMS 


In this sectinn, nncD iriDre, permeability of cells and tissues will be the 
principal subject, as it was in Section 4. Here, however, the term “perme- 
ability’* will be used chiefly in a sense different from that prevailingly used 
in the earlier discussion. As repeatedly mentioned before, permeability 
means the capacity of a physiological boundary to allow the transit of 
solute or solvent molecules from the surroundings into or across a cell or a 
layer of cells. In many cases the process can be fully accounted for as a 
“ spontaneous ” diffusion or osmosis. But in other cases the passage appears 
to be “enforced” by energy ordinarily derived from cell metabolism and 
indispensable for the process. Thus, it has become customary to distinguish 
between passive penetration and active transfer, both as being aspects of 
permeability, but which are essentially different in nature, and which have 
sometimes been designated as “physical” or “physicochemical perme- 
ability” anil as “physiological permeability.”^ 

Investigation of the former was initiated in intimate association with 
the beginning of the physicochemical interpretation of physiological 
phenomena. It was the era of Van't Hoff, Pfeffer, Arrhenius, and Nernst. 
The present seclion will deal mainly with the problems of the physiological 
permeability, a concept originating in the earlier physiology at a time when 
one still attempted to describe the action of entire organs in terms of 
mechanics, so successfully applied to the physiology of circulation, of 
respiration, and of lymph formation, but then increasingly found to be 
inadequate in the physiology of urine formation, of intestinal absorption, of 
glandular action, and of others. In pursuing this line of research, it became 
obvious that in analyzing the activity of those organs, which accomplish a 
shift from one place to another of water and of certain dissolved substances 
in characteristic concentration ratios, one was compelled to differentiate 
between that part of the functional result which might be due to passive 
penetration, and that part which might be due to active transfer. This 
problem has been solved, as yet, in only a few cases, partially owing to the 
simple fact that sometimes it is difficult to define what is active and what 
is passive. 

Active transfer usually is manifested by the establishment of an unbal- 
ance in concentrations. Solute or solvent molecules are shifted “up-hill” 
against a diffusion gradient; they are “accumulated” as the result of 
osmotic work, enabled by the liberation of metabolic energy. However, 
concentration gradients may also arise without metabolic intervention, for 

^ R. Holier, Physikalische Uheniie cier Zelle u. der Gewebe, 6th ed.: W. Engelmann, 
Leipzig, 1025. 
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example, when a Doiinari equilibrium is established. Consequently, the 
simplest way to distinguish between active transfer and passive penetration 
seems to be to cut off the source of energy by a metabolic poison, by anoxia, 
by a narcotic, or by other means. However, it will be seen later that this 
procedure can fail to give a cl ear- rut result. Another criterion is based 
upon the fact that the Donnan distribution applies to ions, but not to 
iionelectrolytes. Let us consider some examples; 

1 . The classical example is the distribution of ions arising when a solu- 
tion (i) of a colloidclectrolytc ^JaR is separated from a solution (o) of 
NaCl by a membrane, which is permeable to Na and Cl, impermeable to R. 
The resulting e(piilibrium can be expressed by the equation: Na^:Nao 
= CloiCh, i and o indicating the “inside” and the “outside” solution, 
Clo > Ch, Na^ > Na„ [pp. K 8 and 7D). The corresponding inequality of cation 
and anion distribution has bciui ascertained in a great number of physiologi- 
cal systems, where two boily fluids were separaled by a physiological 
membrane, e.g., the fluid content of the red blood corpuscles and the serum 
separated by the jdasma membrane, or serum (.v) and edema fluid (/) 
separated by the capillary wall. This latter system has been analyzed, 
among others, by Hastings, Salvesen, Sendroy, and Van Slyke,^ with the 
following resuU: (BHCO 3 ), : (MICOs)/ = D.98f); (Cl),: (Cl)/ = 0.976; (Na)/: 
(Na)g = 0.922; (H)/: (H)g = 0.91. The calculated ratio r is 0.9G9. 

2. A somewhat different form of Donnan distribution is illustrated by 
the following experiment'^ (see alsop. 254). A dried eolloilium membrane 
separates two solutions, one ( 1 ) containing ?y7/14[)0 K2SO4 + 7/j/lO H2SO4, 
the other [□) m/14f)[) IC 2 SQ 4 . The two solutions are kept in osmotic 
balance by aildition to 0 of nonpen etraling glucose. The membrane is 
permeable to K and II, impermeable to SD 4 ; in oiher words, at the beginning 
of the experiment Ki and Ko are equal. Hi about 10^ times greater than n„. 
Since H and OH are rcciproeal to each other, the final ionic distribution 
should be: 

iKi.Ko = OIL: OIL = Hi:H„ 

After 14 days of ionic exchange across the membrane the following cfiii- 
centration ratios were found: 

Ki'.Ko = 10 :1 (instead of 1:1); H, :Ho = 80:1 (instead of 10®: 1). 

In other words, K was shifted from outside to insiile against an increasing 
concentration gradient, whereas in the opposite direction Hi fell to a value 
below the initial value. Thus, the two ratios, which at the In L i'-' i'-u were 
highly different, approached each other toward the same theoretical value. 

This experiment has suggested interpretation of the eondititms in muscle 
fibers as a Donnan distribution, because Kt in muscle is about 30 to 40 

® A. B. Hastings, II. A. Sulvi-si'n, J. Seiulro 3 \ and T). 1). Van Sfyke, J. Gen. Physiul., 8 : 7D1, 
19^6. 

^ H. Nptter, Pfliiger’s Arrh. f. d ^ps. Pliysiid , 22D: 1(17, 19*28. 
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times greater than Ko, and greater than Ho. As a matter of fact, this 
concept is substantiated by the fact that tlie fibers have ap])eared to be 
selectively permeable to K and to H, impermeable or at least much less 
permeable to anions and In Na, and that by changing Ho (and Olio respec- 
tively) the ratio KiiKo can be displaced in one or the other direction.'^ 
However, the quantitative agreement between theory and experiment is 
not very satisfactory, as might have been anticipated on accnuiiL of a number 
of complicating circumstances, caused mainly by metabolic reactions, which 
are released by ii-.jihx i-.il concentrations of H and K (p. 3[)9 and 
Sec. 7). 

3. Another variety of Donnan distribution, due to a selective ion 
permeability of a membrane, is shown in an experiment of Teorell.'* A 
layer of carbontetrachloriile is placed between a solution of 0.2 nf)rm. 
sodium benzoate (?*), which is kept at a fairly neutral reaction by the addi- 
tion of buffer, and a sohUion of 0.1 norm. NaCl (o). The membrane is 
impermeable to Na, and behaves as though permeable to H and benzoate, 
since the un dissociated free benzoic acid is soluble in the organic solvent. 
After two hours, was ff)unil to be 3.80, pH, 6.00. In other w<)rds, the 
concentration of H outside has increased several hundred times, whereas 
that of benzoate has fallen wilh the concentration gradient to a lower value. 

This model was investigated by Teurell with the iili‘a of correlating the 
process governing the accumulation of 11 ir)ns to that invf)lved in the pro- 
duction of gastric juice. Although this model was found useless, since the 
gastric glands are able to raise the II concentration about three million 
times above the blood level (]). 590), attention may be drawn to the fact that 
the formation of the slightly alkaline secretion of the pancreas has been 
attributed tentatively to Donnan distribution across the epithelial cells 
of the gland (p. 605), 

It follows that, with regard to physiology, the cases of Donnan equilibria 
meiitionerl under 1, 2, an[l 3 can be identified as such — at least in principle — 
first, by Ihe distribution of the penetrating ions, the ratios of the various 
cations being identical anil being reciprocal to those of the anions, and, 
second, by the failure to show a relationship between the establishment of 
the unequal distributions and metabolic reactions. Jn other words, the 
Donnan distribution of ions belongs to the category of passive penetration. 

Finally, another form of passive penetration should be. described, 
which likewise leails to an unequal distribution, but, although dependent 
upon a metabolic reaction, is essentially the result of a passive i)enetralion. 
As mentioned previously (p. 269), Osterhoiit® has investigated the 
distribution of the weak aci d II 2 S (K = 5.7 X 11) ‘^) between the acid 
cell sap of V alonia, which by means of the cell metabolism is maintained at 

^ H. Netter, Pfliiger’s Ar[*h. f. d. ^es. Physiol., 234 : 680, 1934; W. □. Fenn and D. M.Cnbb, 
J. fien. Physiol., 17: rc2.9, 1934. 

® T. Teorell, Skandinav. Arrh. f. Physiol., 55: 225, 1933. 

® W. J. V. Osterhiiut, J. flen. Physiol., 8: 131, 1925. 
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5.8, and the "urn mulling sea water, the of which, by the addition of 
HCl or NaOH, was varied between 5 and 10. The result was that, e.g., 
at p\{ 5.2 the outside concentration (co) of H 2 S was found to be approxi- 
mately the same as the inside (c„:ci = 100: 07), whereas, e.g., at pH 8.5 
it was about 25 times higher than that inside (co’.Ci = 100:4). The expla- 
nation is as folloAvs: at pH 5.2 outside, H 2 S is almost entirely present in 
the form of urnijissociated molecules, which, like those of many weak acids, 
enter and pass as such by diffusion across the protoplasmic wall, whereas 
the ions cannot penetrate. At pH 5.2 outsiile, the concentration of undis- 
sociated H 2 S is slightly higher, the concentration of the ir)ns slightly lower, 
than at pH 5.8. However, at pH 8.5 outside, H 2 S will be prevailingly 
ionized, anrj only the small remainder of molecular H 2 S can distribute 
freely until diffusion equilibrium. This interpretation is supported by 
the fact that, for the entire scale of pH, the concentration of total H 2 S 
insifle (unionized + ionized) was found to be approximately the same as 
the concentration of undissociated H 2 S outside, as can be calculated from 
the concentration of added H 2 R and its pK. It follows that dc facto we are 
dealing with a passive penetration. However, providetl that the natural 
difference of pH between the cell sap of Valo7tia and the surrouudings is 
based upon the metabolic activity of the protoplasmatic wall, as it probably 
is, each change in the rate of this activity will be followed by a redistribution 
of the weak electrolyte in one or the other direction, and will produce the 
illusion of an active transfer.^ 

A corresponding behavior can be demonstrated with the salts of weak 
bases, e.g., of alkaloids and of basic dyestuffs.** For instance, neutral red 
delivered to the outside of the j)roximal tubules of the frog kidney in a 
neutral saline solution by way of the renal portal vein, while an acid fluid 
flows from the glomeruli, appears highly accumulated in the tubular 
lumina, thus displaying the picture of an active transfer. In contrast, 
an alkaline fluid, passing from the glomeruli along the lumina, prevents the 
basic dyestuff from appearing concentrated.® 

On the basis of these introductory remarks, an analysis of what — 
in a broader sense — has been called absorption and secretion will now be 
attempted. For this purpose we shall continue to distinguish between the 
life processes described under passive penetration and active transfer. In 
this way, the simpler facts can be made to serve as a foundation for under- 
standing the more complex and less accessible phenomena. In order to 
facilitate the classification of the findings, the following criteria will be 
set up. A movement against the concentration gradient will in general be 
considered as indicating active transfer (1) if the movement is inhibited 
by stopping the concomitant chemical reactions, which may provide the 

^ M. II. Jacobs, Cold Spring Harbor Symp., 8; 30, 1040. 

® See E. Overton, Ztschr. f. pbysik. rhern., 22: 18.0, 1807. 

® R. Chambers, and R. T. KempLon, J. Hell. &i Comp. Physiol., ID : 1.00, 1 037; R. T. Kemp- 
ton, J. Tell. 81 Pomp. Physiol., 14: 73, 103.0; see further, p. BOS. 
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energy for effecting the up-hill shift; (2) if, in contrast to the Donnau 
distribution, cations and anions arc transi)orti‘d simultaneously anrl in 
approximately equivalent anumnls ami in the same direction; (it) if the 
shift takes place with nonelectrolytes; (4), finally, if an unequal •listribulit)n 
of a weak electrolyte appears to be due to a pW ditference oriiiiiiiil iiiL*’ from 
cellular metabolism. 

The subsequent analysis of “absorption’’ and “secretion” will be made 
with reference to: (1) intestinal absorption; (2) urine formation; [[!) perme- 
ability of the body surface; [4) the elaboration of digestive juices; [5) 
some remarks about the energetics of the active transfer, the transferring 
devices, and their action, including remarks concerning the action of the 
chorioidal plexus and the ciliary boily. 






34 

INTESTINAL ABSORPTION 


For a long time, intestinal absorption has been the favorite subject f[)r 
studying absorption. The intestine of higher animals offers for this purpose 
ail extensive layer of epithelium, covering many folds, each of them often 
providing space for a great number of villi. This ejjillielial membrane 
bounds the wide cylindrical cavity of the lumen, which in an experiment can 
be easily filled with a solution, the absorption of which is to be investigated. 
This procedure would approximate the normal conditions, since, in the 
higher animal, absorption deals with solute plus solvent. The delicate 
epithelial layer, about 25 micra in thickness, is interposed between the 
solution and the subepithelial tissue, which to a large part can be considereil 
fluid, since it includes the blood plasma in the capillaries and the lymph 
in the interstitial spaces. This subepithelial fluid, though small in volume, 
can be thought of as representing a much larger volume, because of the 
continuous circulation which sweeps away substances entering this sj)ace 
by absorption, and thus may keep the comyiosition of the subepithelial 
fluid fairly constant. Local variations of concentration in the experimental 
solution when it comes in to immediate contact with the epithelial membrane, 
in filling the narrow spaces between the folds and between the villi, are 
diminished by the stirring effect of the movable villi. 

These complicating conditions raise the question whether absorption 
experiments are capable of ])ennilting a definite decision concerning the 
relative importance of diffusion and osmosis, or whether superimposed 
processes may cloud the interpretation. 

Ilcgarding the methods proposed for studying intestinal absorption, the 
nearest approach to a scheme suitable for fruitful physicochemical analysis 
seems to be the “loop experiment,” although more than one obvious 
objection can be made even to this. In conducting such an experiment, the 
body cavity is opened and a section of the intestine is isolated by ligatures, 
rinsed with Ringer, and filled with a measured amount of the experimental 
solution. The conditions resemble those in a diffusion experiment, in that 
one can follow by chemical methods the passage of substances across the 
constant wall area of the loop during a definite length of time at the fairly 
constant temperature of the cin'idal iiig blood. And, if one comjjares 
isDsmotic solutions introduced successively at the bi jimiing of each experi- 
mental period, the concentration gradients across the separating wall are 
identical, since the concentrations beyond the membranes are near zero or 

531 
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rather constant, ]>ro\ the solute in question is not one of the normal 
constituents of the boily fluids and possibly subject to metabolic concen- 
tration changes. Absorption under the above conditions can be expected 
to obey Tick’s law of diffusion (see Sec. 1, chap. 1) and to show the rollf»wiiig 
characteristics : 1. The rate of absorption, i.e., the amount of solute leaving 
the loop contents in a certain time, is in a linear relation to the concen- 
tration; in other words, the percentage of absorption is constant. 2. When 
several substances are compared under identical conditions, individual 
differences in the rates of absorption should appear to correspond to Tick’s 
diffusion coefficients. 

However, it should be anticipated that the method described does not 
permit an exact confirmation of Tick’s law to be obtained. Impair- 
ment of the vitality of the delicate epithelium, through mechanical 
insults ftdlowing the repeated filling and emptying of the loop, uncon- 
trollable changes of the blood circulation, the eflect of the narcotics, and 
other factors, are unavoidable causes of irregularity. Tor many special 
problems it would he very useful to change the loop method in such a way as 
to provide the isolated loop with its own artificial circulation of an adequate 
perfusion fluid. This procedure has been, tried by Ohnell.^'* 

Additional methods have been proposed, which avoid some of the faults 
of the loop method, but introduce others. The procedure of Cori^^ has 
often been the method of choice in comparing the absorption of several 
substances, or absorption under other varying conditions. Groups of rats, 
which by their anatomical and their physiological behavior resemble each 
t)ther as much as possible, are tasleil, then fed the solutions by stomach 
tube, anil killed after a suitable time. The total gastrointestinal tract is 
excised and the uiiabsurbed contents analyzeil. 


Table XLI. — Ab»ohption by the Rat Intestine he Two Nunelectkolytes cr 
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After 25 minutes 

At the 

After fiO minules 

beginning. 



beginning. 







molar cunc. 

Millimul. abs. 

Per rent abs. 

midar cone. 

Millimid. abs. 

Per [flit abs. 

0 95 

9 139 

54 1 

9 14 

9 10 

23 3 

U 09 

1) 23.5 

D5 9 

9 29 

0.19 

21 9 

0 12 

9 297 

H2 2 

9 46 

0 28 

19 4 

0 18 

9 393 

54 4 

9 60 

0 42 

23 3 

9 24 

9 535 

55 5 

9 76 

9 54 

23 9 


>" B. Ohnell, J Cell. & (^onip. Physiol., 14 ; 155, 1.^30. 

C. F. Cori, Proc. StH'. Exper. Biol. & Med., 22 : 495, 1925; J. Biol. L’hem., 56: 691, 1925. 
^®R. Hbber and J. libber, J. Fell. & Cnmp. Physiol., ID: 41)1, 1937. 

E. Verzar, Bioebem. Ztschr., 27B: 17, 1935. Average values of experiments with seven 
animals. 
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In the following, some experimental results are listed in an effort to 
describe the absorption of non electrolytes, of electrolytes, and of colloids, 
in terms of physical chemistry. 

1. The Absorption of Nonelectrolyles. — There arc not many obser- 
vations coiieeriiing nonelectr^lytes, although they are generally ‘‘foreign” 
substances and, as such, especially suitable for experiments because 
1. their concentration in the boily fluids outside the epithelial layer is [); 
and 2. metabolic reactit)ns supposedly do not interfere with the course of 
diffusion. Table XLT rt'fers to experiments on rats, where the influence 
of concentration on the rate of absorption was studied. 

Obviously, the course of these experiments, in at least a rough approxi- 
mation, follows the predictions of Tick’s law, even though — irrespective of 
the various aforementioned interfering factors — the regular diffusion 
probably was partially obscured by osmosis across the intestinal wall, due 
to the varying osmotic unbalance between the experimental solutions and 
the body fluid. 

Another group of experiments deals with the rate of absorption of 
different nonelectrolytes presented in equimolar concentrations. Com- 
paring such experiments to the corresponiling observations with artificial 
membranes, the results provide a clue to the “ physiol f)gi cal diffusion 
coefficients.” Table XLII gives an example of the absorption of various 
aliphatic acid amides. 


Table XLII. — Absohptton by the Rat Intestine of Diffeuent NoNELEfTnoLYTES 
AT THE Same Molar Lon«’Entr\tti)n 


Exper. periiirl 

Substance 

Per [-enL abs. 

Mol. vid. 

Remarks 

a 

Surcinaniide 

3 4 

12B 4 

Stdulions 0.1)6 molar in Ringer eaeli 

b 

Lartainide 

4‘e.5 

08 5 

period (n-/): 25 min. 

c 

AeeLamide 

78 2 

68.7 


f/ 

La ct amide 

30 7 

OK 5 


e 

Sufcinamidc 

0.3 

126 4 

, 

f 

Aeetamide 

r>8 4 

68 7 



As explained in Sec. 1, chap. 1, in agreement with Einstein’s law, the 
diffusion coefficients can be correlated with the molecular volume (M.V.)*'^ 
They are the same whether determined in free diffusion or measured by dif- 
fusion through the pores of a sieve-like membrane, provided the pore diam- 
eter exceeds markedly the size of the molecules in question. The table 
shows that, on the whole, the observations with the acid amides meet the 
theoretical requirements. However, the differences of absorption rates 
observed are far greater than the differences in the rates of free diffusion or 
of diffusion through membranes with wide pores. Diffusion coefficieni 

R. Hbber and J. libber, loc. cit. 

In particular they roughly vary inversely as the square roots of the molecular weight 
(I.. W. Bholm, Ztsuhr. f. physik. Chein., 60: 309, 1904). 
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ratios as great as 1:2 are considered very large in free diffusion. For 
instance, typical values obtained for mannitol [MV 189.2) = 0.55, for 
glycerol (MV 87.8) = 0.79, or a ratio 1:1.4. According to Michaclis and 
Collauder, this can be interpreted as being due to the fact that in sieve-like 
membranes, e.g., in the dried collodion membranes, the pores fail to have a 
uniform diameter, but rather show a variety of sizes. It follows that, for 
larger molecules, only a small number of pores may be available, i.e., a 
small portion of the total pore area, while the smaller molecules j)enetrate 
the narrower pores as well.^® 

It is obvious that, below a certain minimum pore diameter, a sieve 
membrane will appear to be impervious to certain substances, which 
among others may be present in an experimental solution. In this case, 
they will prevent the absorption of the solution to a degree depending upon 
their partial osmotic pressure, by inducing an osmotic current to flow into 
the lumen of the intestine. To a smaller extent, medium-sized molecules 
will produce the same result. This effect is the chief factor in the purgative 
action of a copious administration of such water soluble substances as 
disaccharides (sucrose, lactose) in contrast to monosaccharides. The 
osmotic increase in volume is accompanied by a distention of the intestinal 
wall, which initiates a peristaltic wave, causing expulsion of the liquid 
contents. 

But there are many observations regarrling the absorption rate of 
non electrolytes in equimolar solutions, which by no means show a correlation 
to the molecular volume. Two examples are given in the following table, 
referring again to the absorption of aliphatic acid amides. 


Table XLITI. — Absohption by the Rat Intestine of Dtffeuent NoNELErTiiOLTTES at 
THE Same (’dncentuation and with Different Lipoid SoLirBiLiTY 


Exp brim enl 

Subslanre 

per rent 
abs. 

Mill. 

Vl)l. 

Distril). 
coeffic- oil; 

water 

Remarks 

A a 

Succinimide 

84.3 

102 9 

0 0049 

Solutions: 0.1 mol. in J.-j Ringer 

h 

Malimaiiiide 

13 2 

11)4 4 

0.00008 

each period: 25 min. 

c 

Succinimide 

79.3 

192.9 

0 0049 


B a 

L»ctamide 

55 

98.5 

0.00058 

Solutions: 0.05 imd. in 

h 

Valera midc 

81 

134 7 

0.023 

Ringer each period: 25 min. 

c 

Lactamide 

69 

98 5 

O.0DO58 



It is evident from this table that two substances of nearly equal molecu- 
lar size (succinimide and malonamidc) can differ considerably in their 
absorption rate [A) and even that, as in the case of lactamide and valer- 

A. A. Weech and L. Michaclis, J. Oen. Physiol., 12: 55, I9i28; R. Collandcr, Si»c. Sc. 

Fenn. Loiument. Biol., 2: G, 192B; see also R. ll'ober. Physiol. Rev., IB; 52, 1935; further, 
Sec 4, p. 233. 

^^R. Hiibcr and J. libber, loc. Ht. 
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amide, larger mDlcciiles can penetrate the absorbing membrane with greater 
speed than smaller [H). The eau.se apparently is relative lipoid solubility, 
which with two of the experimental substances (lactamide and malonamide) 
is extremely low, and with the other two (suecinimide and valeramide), 
although still very small (compared to Fig. 23, p. 232), is about fifty times 
greater. It may be concluded that the factor of lipoid solubility plays the 
same role in tissue permeability as in cell permeability, discussedin extcnsoiii 
Sec. 4. No systematic investigation into this interrelation has been earruMl 
on as yet. However, pharmacology records a great number of separate 
pertinent observations, such as the rapid action of narcotics, many alkaloids, 
hydrocyanic acid, and others Following oral administration. 

Another factor besides molecular volume and lipoid solubility, in 
tletermining the rate of non electrolyte absorption, seems to be of a more 
chemical nature. On several occasions it has been mentioned that the 
concept of lipoid solubility is rather vague. But just this vagueness 
is of great interest and will possibly become more and more so if each 
slight shade of lipoid solubility can be correlated with certain chemical or 
physicochemical variations, and can be shown to reflect certain structural 
or functional manifestations of living entities. Already Overton, when he 
developed his theory, has stressed that cellular lipoid is not fat, but fat-like, 
since it appears to be a mixture of a group of substances, each individual 
component of which is capable of conveying to the mixture, v.’!; j, to its 
relative amount, special characteristics, either as a solvent or as the substrate 
of some kind of chemical reaction (see pp. 234ff). Today, there is reason to 
believe that the same cells, or the same physiological unit, may harbor a 
number of lipoids, eacli of them involved in a certain function of life. For 
instance, it was mentioned earlier, in discussing the lipoid theory of narcosis, 
that the depression of excitability loy a narcotic seems to be due to the pres- 
ence of a substance resembling olein alcohol (p. 358). Another example of 
the significance of small variation in lipoid solubility appears in some 
further experiments concerning the intestinal absorption of non electrolytes, 
that arc only worth mentioning here because they throw light on the 
signinciincc of such light differences. 

Referring to the findings shown in Table XLIII, the conclusion can be 
drawn, that substances which are practically lipoid insoluble, as well as of 
nearly the same molecular volume, can differ enough in lipoid solubility 
to cause definite differences in the rate of absorption. As a matter of fact, 
Jacobs,^® with erythrocytes of different species, A\ dl)nimll,^® Hofler,^^ and 
others with many kinds of plant cells, have observed a (M)iilr;isling behavior 
regarding the penetration of aliphatic acid amides, on the one hand, and of 
polyhydric alcohols, on the other. Under the same conditions, one group of 
erythrocytes or [)f plant cells is found to be more permeable to the acid 

M. II. Jn[‘ol)S, Prnr. Am. Pliil. Soc., 70: 3B3, 1931. 

ID \y Wilbrandt, Pfluger’s Arch. f. d. ges. Physiol., 229; 8B, 1931. 

2“ K. Hofler, Ber. Dtsch. botan. Ges., 60: 53. 193!2; 62: 355, 1934. 
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amide.s, the other to the polyhydric alcohols (see pp. 234ff). Possibly this 
can be accounted for as being due to differences in the individual cell 
lipoids (Hdber^O, As a matter of fact, Collauder and Barlund^^ have 
corroborated this idea by model experiments showing that, for instance, 
the preferential penetration of a number of acid amides into cells of Chara 
(compared to Rhoeo) is imitated by the greater relative dissolving power of 
olive oil plus oleic acid in contrast to pure olive oil. This is possibly due to 
the amide radical, although the basic character of the aliphatic acid amides 
in aqueous solution (as well as in organic solvent solutioii^^) is very weak. 
The reverse |ili.' •i"!";, i'-.il effect can be expected to be produced by adding 
to the olive oil an organic substance, which increases the basic affinities of 
the lipoid (sec Nirensteiii^^). 

Returning to intestinal absorption, the acid amides were found to pass 
the absorbing membrane markedly more slowly than the polyhydric 
alcohols (libber and Hober-®). 

So far absorption has appeared to be like a passive penetration. We now 
turn to the absorption of salts. 

2. The Absorption of Salts.- — TTpon reviewing the history of studies 
upon intestinal absorption, one is immediately struck by the fact that 
during the more than forty years succeeding the eriliiilil eiiiiig research 
□f R. Heideiihain about absorption, secretion, anil lymph formation, and 
his endeavor to differentiate between physical and physiological factors 
involved in these properties, the major part of the. work in the field of 
absorption was devoted to the study of salt absorption. This historically 
understandable fact has hampered progress since, the time being immature 
for the useful application of physicochemical concepts, great complications 
inherent in an analysis of the penetration of a membrane by electrolytes 
could not be perceived. 

These complications grow out of the following facts: 1. In the case of 
diffusion of a salt, we are dealing with diffusion of at least two substances, 
the anions and the cations, the mobilities of which influence each other 
through their electric charges (see Sec. 1, chap. 1). 2. In solutions of weak 

electrolytes, for instance, the salts of fatty acids (see later), hydrolysis takes 
j)larc which may affect membrane diffusion cither by shifting the pll in one 
or the other direction, and thus alLering the membrane structure, or by the 
fact that the undissociated molecules of the free acids or the free bases are 
able to pass through the substance of the membrane, which is impervious 
to the ions. 3. A colloid cation or a colloid anion, present on one side of 
the membrane and too large for penetration (absolute impermeability), 

21 R. lllibET, Biol. Bull., 68: 1, 1930. 

22 R. Collamlcr and H. Biirlund, Ai-ta Bnt. Fenn., 11: 1, 1933. 

W. M. Clark, The Determinatlan of Hydrogen Ions, 3rd ed.: Williams & Wilkins, Balti- 
more, 19l28, chap. 29. 

2^ F. Nirenstein, Ffltlger’s Arch. f. d. ges. Physiol , 179: 233, 192D. 

2'’ R. libber and J. Hbber, J. Cell. 8i Comp. Physiol., ID: 491, 1937. 
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will cause a Donnan distribution (see p. 79). 4. As has been shown, 

especially by some sort of Donnan rlistributiou (“ diffusion effect”) 

also will appear, if two salt solutions are separated from each other by a 
sieve membrane, the j)f)res of which are wide enough to allow the passage 
of each of the ions, but the passage of one of which is retarded by a relatively 
lowmobility [“ relative impermeability ”). 5. The picture of salt absorption 

frequently is much obscured by the entrance of salt from the tissues. This is 
due, first, to diffusion of salt into the lumen from the body fluids, particularly 
from the blood plasma circulating through the capillaries of the mucosa; 
second, to the secretory action of the intestinal glands, the product of 
which contains salts, especially NaCl. The existence of the first process 
has often been denied, for the reason that there is evidence that various 
normal absorbing or secreting membranes exhibit only unilateral perme- 
ability, even to suKstances as highly diffusible as are, in general, the inorganic- 
salts of the plasma. As a matter of fact, it will be shown later (p, 542) 
that, in the intestinal wall, forces are evidently at work shifting particularly 
the highly diffusible salts from the lumen to the body fluids. On the other 
hand, there is also reason to belie v^e that the entrance of salts into the 
intestinal fluid is, partly at least, attributable to diffusion. For instance, 
Goldschmidt and Daytun^^ have introduced into the colon of a dog, NaCl 
solutions of increasing strengths (l).[)4 to D.IO per cent). The amount of 
NaCl passing into these solutions from the surroundings was found to be 
smaller, the higher the concentration, and to become zero at a certain 
concentration level (about 0.16 per cent NaCl, A = 9.134°). Above this 
level NaCl passes into the blood. Most obvious is the bilateral movement 
of ions in recent experiments of Visschcr and associates, showing that 
radio-active sodium inn Na^^ present in the intestine of dogs in a mixture of 
isotonic NaCl and isotonic MgSD 4 (see p. 542), is shifted against the Na 
gradient from the intestine to the blood, but that Na^^, after intravenous 
injection, simultaneously passes (along the concentration gradient) into the 
intestinal fluid. Accordingly, Pendleton and West^® have found that, 
after the intesline has been filled with normal saline, urea appears in the 
solution and rapidly rises to the blood level. Furthermore, after an 
intravenous injection of urea, the intestinal fluid again comes to a con- 
centration equilibrium with the blood urea, and, as the urea percentage 
declines in the blor)d, the urea level in the intestine falls off correspondingly.^® 
6. Finally, in trying to unravel the multitude of physicochemical factors 

26 Teorell, Prou. Nat. Acad. Sc., U. S., 21: 152, 1935; Pro('. Phys. Soc., 78: 11, P. 1933; 
J. Gen. Physiol., 21: 107, 1937. 

S. G. GoldsL-hmidt and A. B. Dayton, Am. J. Physiol., 48: 419, 1919. 

M. B. Vissuher, R. H. Varco, C. W. Carr, R. B. Dean, and D. Eriukson, Am. J. Physiol., 
141: 4R8, 1944. 

28 W. R. Pendleton and F. E. West, Am. J. Physiol., 101 : 391, 1932. 

2 ® Concerning this question of diffusion of solutes into the intestinal fluid, see further, 
0. Cohnheim, Ztschr. f. Biol., 36: 129, 1899; E. Knaffl-Lenz and S. Nogaki, Arch. f. Exppr. 
Path. u. Pharmakol., 106; 1[)9, 1925. 
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hampering the effort to clarify the distinction between passive penetration 
and active transfer, osmosis must be inentionetl, although it is by no means 
specific to salt absorption, but jdays a role in each kiiirl of exchange across the 
absorbing membranes. The significance of the association of osmosis with 
salt movement is obvious, e.g., in the following experiments of McDougall 
and Verzar^“ regarding ahsori)tion by the rat’s intestine of nearly equimolar 
solutions of glucose and xylose, both strongly hypertonic to the rat’s 
blooil (abr)ut 0.3 molar) (Table XL IV). 


Tajit.e XLTV. — DiFFuaioN and Ohmosis During ABaoucTiON bv the Rat Intestine f)!’ 

CiLEt’USE AND XylOSE 


Substance 

Srdution intrndured 

After ill) iiiiii. found 

Osm olic 
pressure 
equal to 
Natl 

I glucose. . , . 

In 3 fc. .S29.4 mg. = 0.59 Bird. 

In 3.7 cc. 121.6 mg. [— 38 uiialis.) 
+ 9.9 mg. Natl 

« K7% 

TI xylose 

In 3 re. 251.7 mg. 9.5B in id. 

InS.llfc. 1B5.7 mg. (= 55 V'o uiiabs.) 
-t 15.8 mg. NaTl 

1 l<7% 


Three cc. of nearly equimolar hypertonic solutions were introduced into 
the intestinal loops. After one hour, they had become approximately 
isotonic with the blood (the osmotic pressure of the remainder in the loop 
being expressed in per cent NaCl). This was evidently due, partly to an 
influx of water, partly to the entrance of NaHl. Glucose appears to be 
considerably more rapidly absorbeil than xylose. This difference between 
the two sugars will be discussed later (p. 544). It explains the greater 
increase of volume as well as the greater amount of NaCl entering the 
xylose solution, both contributing to establish osmotic equilibrium with 
the blood. This final isotonicity between blood and intestinal fluid has 
been observed very frequently and regularly, disregarding whether the 
experiment is starteil with a hypertonic, an isotonic, or a hy])otonic solution.^' 
Concluding this discussion of factors to be considered in order to account 
fully for the great variety of findings in absorption experinienls, including 
such factors as, so far, have not received much attcntit)n (see 2 to 4), we turn 
to experiments approaching the problem of passive diffusion versus active 
transfer, by way of a procedure similar to that which appeared to be useful 
in studying the absorption of non electrolytes. This procedure was dis- 
tinguished by the avoidance of great osmotic grailients, aiirl the use of 
short absorption times. 

rornpariiig the absorption of anions, administered in isotonic solutions 

E. J. MfDougnll and F. Verzar, Pfluger’s Ari'li. f. rl. ges. Physiiit, 235: B'il, 1DB5. 

See, among others, R. lleidenhain, Pfluger’s Areh. f. d. ges. Physiol., 55: 57.*), 1894; 
R. Hiiber, ibid., 75: Bii4, 1898; D. Polinheini, Ztsrhr. f. Riot, 35: 129, 1898; S. riolrlsf hiiiidl and 
A. B. Dayton, Am. J. Physiol., 4B: 459, 1919; S. (■oldschmidl. Physiol. Rev., 1 : 421, 1921. 
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as sodium salts, the absorption rates follow roughly the order of: Cl, Br, 
I ^ formiatc, acetate, propionate, butyrate, valerate, capronate (Ce) 
> NO 3 , lactate, heptoate (C 7 ), caprylate (Cg), sulfate, phosphate, fcrro- 
cyanide, tartrate, citrate, malate > oxalate, fluoride. 

This series looks, at least with respect Lo the inorganic anions, as though 
diffusion were the predominant factor, since the ionic mobilities decrease in a 
correspf)nding succession. This interpretation also contributes to the 
understanding of the purgative action of sulfates and phosphates anfl 
other members of this group, which, like the disaccharides, in higher 
concentration and because of their low diffusibility, produce a large osmotic 
influx of water inlo the lumen (see j). 584). But there are several other 
factors involved in determining the absorption rate of the salts. First, 
they may damage the tissues. Thus, oxalate, and slill more fluoride, often 
are visibly injurious Uj the intestinal iiiiicosa, and produce an irreversible 
fiincLional disturbance, lu’ubably caused by a com]dete prccipilalion of Fa, 
which is accomi)anied by a loss of adhesion between the epithelial cells, 
so that this layer is readily detached and disintegrated [see p. 305). Also 
the milder reversilde purgative action, which is observed not only with 
sulfates and phosphates, but also with malate, tartrate, and citrate, has 
been referreil by Wallace and Cushny to the relatively low solubility of their 
Ca-salts, or to the deionization of Ca by these anions. Indeed, some lack 
of Ca is not unlikely to contribute to the laxative action by increasing the 
permeability of tin* cells tlnmiselvcs to water. Another viewpoint referred 
to by Wallace ami Cushny is suggested l)y the striking resemblance of 
the al'oremefitioned ])liysiological order of anions and the Hofmeistcr 
scries 4)f anions (p. 298, also 284). This may be thought of as being 
connected with the Avell-known reversible swelling and shriidving effect 
of salts with univalent and bivalent anions upon hydrophilic colloids, 
owing to hydration and dehydration (see pp. 295ff) and possibly localized 
in the intestinal wall at the colloids serving as cementing material in the 
in ter epithelial pathways of the ions (see p. 540). Finally, it is known, 
maiidy from the studies of Donnan and Potts and of McBain'*^ that in 
the scries of the alkali salts of fatty acids, starling with acetate, the surface 
tension of their solutions rather abruptly falls off beyond valerate or 
capronate, so that an injurious cytolyzing effect can be expected to start 
with heptoate and cajnylate, as is, in reality, indicated in the detrimental 
influence on absorption (see, further. Sec. 4. p. 247). 

With regard to the absorption of cations^ there is not much difference in 
the absorption rate of the chlorides of Na, K, NH4, Ca. Markedly slower 
is the absori)tion of MgCl 2 and MgS 04 , both well known as jjurgatives. 

R. Hbher, Arch. f. d. prs. Physiol., 70 : B'24, 189B; 74: 'i4R, 1899; (1. R. Wallace 

and A. R. Cushny, Arn. J. Physiul., hi 411, 1898; PflUgcr’s Arch. f. d. gcs. Physiol., 77: 2D2, 
1899. 

P. fir. Drmnan and H. E. Potts, Ktdloid-Ztschr , 7 : 208, 1911); J. W. McBain, Zlschr. f. 
physik. Chem., 7B : 179, 1911; Kolloid-Ztschr., 12 ; 256, 1913; L. Lascarey, ibid., 34 : 73, 1924. 



540 


PASSIVE PENETRATION AND ACTIVE TRANSFER 


[Sec. 8 


Their diffusion rate is low, due partially to the low mobility of the Mg ion, 
partially to incomplete dissociation and formation of molecular complexes. 

Concerning the absorption of uni-univalent, chemically indifferent neutral 
salts, as influenced by the presence of certain other solutes, see pp. 542ff. 

Of). Intercellular or traiUHcellular absorption . — This problem first became 
evident when lipoid soluble substances were found to be absorbed by the 
intestine at a higher rate than lipoid insoluble ones, even though their 
diffusion rate was lower. This presumably indicated a direct passage 
acrossthe lipoid components of the cell body. In orrler to solve the problem, 
dyestuffs were chosen®^ which as basic dyestuffs (usually the hydrochlorides 
of dyestuff bases) in general are “vital stains”’^® (i e., they enter the living 
cell beeausB they are lipoid soluble^®) in Cf)ntrasl to acid dyestuffs (mostly 
sulfonic acid dyestuffs), which, in general, are indifferent toward the cells, 
(chap. L‘3). Dogs and frogs (best as tarlpoles) are fed the dyestuffs. In the 
intestinal epithelium of the tadpt)les, the basic dyes are found either within 
intensely stained granules, or distributed more homr»geneously throughout 
the protoplasm, or both. Acid dyes, in general, fail to be visibh* in the cell 
body as well as in the intercellular cement, but are prov^cd to pass the 
intestinal wall, since they appear in the urine, although often slowly and 
scantily. Is it permissible to cf)ncludc that the entire group of lipoid 
insoluble substances, nf)nelpctrolytB as well as electrolyte, do not pass the 
epithelial walls, but, rather, the minute S})aces between the cells? Do not 
even foodstuffs, like sugars, amino-acids, iiiorgiiiiic salts, ent(T the cell 
body? These questions have been approached in experiments with dye- 
stuffs in the folh>wing way: Fresh excised epithelial membrane of taiipoles, 
vitally stainetl, c.g., by tohiidene blue, was placed in a solution of ammonium 
molybdate, which precipitates basic dyestuffs. The effeet was that the 
eol[)r faded in the granules and escaped from the cell to its surface, ami 
formtMl a dark blue envelope around the cell body. This indicates that, 
like many other salts, molybdate cannot enter the cell, but sucks the dye 
into the intercellular space. This microscopic picture fails to appear, if 
mercuric chloriilc or picric acid is substituterl for the mtdybtlate. The 
reason is that, in contrast to molybdate, these two eompoiimls are lipoid 
soluble and are prccipitants of the dye, so that the dye can be fixcnl in loco 
inside the granules. Furthermore, after the vitally stained ej)ithelium 
has been killed by osmic acid or by formaldehyde, molybdate can enter and 
preserve the original picture with the dyestuff stored inside the granules. 

Now, it certainly should be decided whether th(‘ behavior of molybdate 
can be generalized and accepted as a proof that the absorption of the lipoid 
insoluble substances is restricted to the small intercellular spaces. In this 
respect, it is rather well established that some lipoid insoluble food 
stufl^s, i.e., certain alkali salts anil some sugars, ])ass across the intestinal 

R. Hober, Pfltigpr’s Anh. f. d. ges. Ph 3 \s;iol., 85: 199, 1991; J. Arnold, Sitzungsber. cl. 
Akad. Wissensch., Heidelberg, No. 14, 1911. 

See Table 1 in E. Nirenstein, PflUger’a Arch. f. d. gea. Physiol., 179 : 233, 1929. 
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membrane not by diffusion, but by active transport, which is associated 
with cell metabolism. This will be shown more CDiiviiifiii^ly to take place 
with certain single cells which, siiffieieiitly supplied with energy, are able 
to shift inorganic salts selectively and against a concentration gradient 
(see chap. 36 and 38). Thus, we leave so far unanswered the question of 
the importance of intercellular absorption, but we will return to it later. 

Only one point must be added, which has been neglected as yet. There 
is a group of lipoid insoluble substances which can be assumed to undergo 
transcellular absorption by mere diffusion, because their molecular volume 
is small enough to allow them to pass the sieve-like cell surface. This may 
occur with acetamide, ethyl en glycol, glycerol, urea, and others (see p. 233), 
but has not yet been proved. 

h). The 'part played by colloids in intestinal absorption . — Assuming that in 
many respects intestinal absorjjtion may resemble diffusion across a mem- 
brane, absf)rption of ctdloirls cannot be expected to occur, except to a very 
small extent. Thereft)re, the apparent absorption of common food colloids 
can be referred to a jueparatory breakdown, mainly effect ed by the splitting 
power of enzymes, which even after careful rinsing of the intestine with 
normal saline can hardly be entirely excluded. On the other hand, there is 
clear evidence of absorj)tion of genuine j)r[)teins in all those cases, where 
the intake of “foreign” protein is deleeteil by specific immunological 
reactions, as in food allergy. However, in these absorption processes, 
where often extremely small amounts arc iiivolv(‘d in the poisoning effect, 
the uptake is jjrobably of another nature than hitherto considered, e.g., the 
result of phagocytosis, of an unusual leakiness of the mucosa, and of other 
factors. 

This nearly total incapacity of the colloidal protein to penetrate the absorb- 
ing membrane is of interest in another coriiiectiLm. It has been suggested that 
the eolloidosmotie pressure of the blood of about 31) mm. Hg, due to the plasma 
proteins, may under appropriate conditions play a part as a driving fon e f or the 
fluid contained in the intestine. Rabin ovit eh and Nasset and Parry have 
tested this hypothesis in the following way: They tried to balance the colloid- 
osmotie pressure of the plasma by tilling the intestine with a solution of a non- 
proteiii colloid, Ei% gum acacia in D-.l % NaCl. According to earlier work, the 
[»% acacia was expected to be osmotically equivalent to the normal percentage 
of plasma protein. The experimental result showed no difference between the 
rates of absorption of the saline with and without acacia. However, this does 
not disprove the influence of eolloidosmotie pressure upon absorption. For, 
according to Dodds and Haines,'^* NaCl has a profound depressing efi’eet upon 
the osmotic pressure of the gum, which decreases to only little more than one- 
third of that of the blood colloids. Thus the problem remains unsettled. 

^” 80011 . CliJiiiibers, t'fild Spring Harbor Syiiip., B: 144, 1!)4[). 

J. liabinovitch. Am. J. Physiol., 82: liT!), 19:27. 

Pi. S. Nassel and A. A. Parry, Am. J. Physiol., 1D9 : Iil4, 1934. 

3® E. C. Dodds and R. T. M. Haines, Bioi-hem., J., 2B: 498, 1.934. 
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c). Absorption of inorganic salts in presence of slowly diffusing sub- 
stances . — In the introduction to this sertion dealing with physicochetnical 
aspects of absorption and secretion of dissolv^ed sii})slanees, it was proposed 
(p. 525) to divide the processes, which are co-ordinated in tlie physiological 
functions, into spontaneous and enforced nioveiiienls, the first appearing 
to be mainly diffusion-like. In this special j)art dealing with intestinal 
absorption, we turn now to observations which conflict with the course 
that could be anticipated for spontaneous penctraiion. WheLher the 
criteria of active transfer (p. 528) apply to their course or not, this has io 
be tested. 

After a hypotonic solution of NaCl has been placed in the intestine, 
its concentration rises until isotonicity has been attained (see j). 538). 



Hours Hours 

FiiJ. 5fl. Fig. 57. 

Fig. 56 and 57. — Influence of .solutions of various Na .salts upon the distribution of PI between 

inte.stinal fluid and blood. 


In experiments with the colon of dogs, Goldschmidt and Daylon^” have 
fouml that, if Na 2 S 04 and Na(^l arc iiilroduced siniullancously, the con- 
centration of NaCl decreases rapidly, and even can reach the zerc) point, 
whereas the concentration of Na 2 S 04 rises so that the solution approaches 
the osmotic value of the blood. The absorption of NaLd is increased by 
increasing the concentration of Na 2 S 04 . 

Burns and Visscher'^^ have extended these cdiservations by comparing 
the behavior of anions other than SO4. When isotonic stduLions of the 
various Na-salts arc placed in inte.stiiial loops, PI enters, ami its concen- 
tration varies during the experiment in a characteristic fashion, as shown in 
Fig. 56, where the Cl concentration in percentage of the jdasma chloride is 
plotted against time. It appears that phosphate and citrate inhibit the 
initial entrance of Cl as much as docs SO4, and that, following the entrance, 
the chloride is more or less reabsorbed. Also nitrate and aeetale diminish 
the ingress of Cl, but to a smaller extent than do the bivalent ions. The 
same is shown in a somewhat different way in the experiments listed in 

^“S. G aldschmidt and A. R. Dayton, Am. J. Phy.siol., 48: 45!), 1!)1!). 

II. S. Burns and M. B. Vissrher, Am. J. Phy.siol., llO: I!)fl4. 
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Fig. 57. Here the experiments are begun with sodium chloride present in 
the loop at a concentration above the plasma chloride level and, in addition, 
the various soilium salts in half isotonic concentration. The result is 
that, again, sulfate and phosphate strongly force the chloride from the 
intestinal lumen, and acetate does the same to a smaller extent. 

The question arises how to account for this peculiar distribution. 
Evidently, the chief factor is the difference in the diffusion rate of Lhe ions 
in question, acetate being slower than chloride, and sulfate, phosphate, 
and citrate still slower. For a number of reasons (sec later), it is sug- 
gestive to believe that the int.estinal epithelium is able to shift Cl together 
with Na up hill against Lhe ctmeentration in the tissue fluids. But this 
cannot become evident, unless a second substance of lower diffusibility is 
present. For, prt^vided in)thing but NaCl in isotonic concentration were 
present, and NaCl were shifted from inside to outside across the cell layer, 
then the now hypotonic solution would become isotonic again by osmosis, 
and so on; a simple complete absorption of the salt solution would be the 
end result without showing any indication of the special driving factor 
involved. However, e.g., with the rather indiffusible, and therefore rather 
inabsorbablc, Na 2 S 04 present in isotonic solution, in addition to a small 
amount of NaCl, hardly any osmosis would occur, and the NaCl removal 
would become evident and would continue until the zero concentration 
had been reached. 

This interpretation is in line with older experiments of Katzenellen- 
bogen,'^^ which dealt with the absorption of slightly hypertonic solutions 
containing D.4% NaCl in adtlitioii to various nonelectrolytes. The result 
was that, e.g., in the presence of the almost inabsorbable mannitol the 
NaCl concentration, though from the beginning belowthebloodlevel, further 
decreased, but increased slightly with erythritol or glycerol, due to their 
smaller molecular volume. A corresponding result has been obtained by 
Ingraham and Visscher,*^'^ who investigated the absorption of NaCl in the 
presence of sucrose and found the salt concentration to fall to one-third of 
the plasma level, although the relative absorption rate of sucrose was only 
moderately slow. 

Furthermore, the same authors have continued this work on absorption 
of mixtures by adiling to NaCl chlorides with polyvalent cations. The 
likelihood of an effect analogous to that with polyvalent anions is not great, 
since the diffusibility, as determined from the ionic mobilities, is not very 
low, and since, in addition, many polyvalent cations are poisonous. Indeed, 
the results gathered so far with the bivalent Mg, Ca, Mn, and the trivalent 
Co (Nils)!} prove the Na to fall below the plasma level, but not so much as 
Cl in the corresponding experiment with polyvalent anions. 

Abiml the irlpiitiL*al brliavior of Cl and Br, see R. Ingraham, Prrie. Sop. Exper. Biol. &: 
Med., 33: 453, 1335. 

M. Katzenpllenbogen, PflUger’s Areli. f. d. ges. rhysioL, 114: 5'i2, 191)5. 

*** R. C. Ingraham and M. B. Visspher, Am. J. Physiol., 121: 771, 1938. 
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Thus, according to these three sets of experiments, under special and 
understandable circumstances, i.e., in presence of substances with low 
diffusibility, Nal"l or, better, Na and Cl, can be shown to move against a 
considerable concentration gradient from the intestinal lumen into the 
.^iirronndihg'*. 

For an explanation of this phenomenon, two viewpoints may be con- 
sidered. First, for several obvious reasons, it seems suggestive to refer 
for interpretation to the Donnan distribution or to TeorelTs “diffusion 
effect” (see Sec. 1, chap. 1). However, provided that a more thorough 
study of the influence of noiielectrolytes confirms tlie existing results, it 
will be impossible to explain them on the basis of the purely ionic phe- 
nomena, studied by Donnan and Teorell.'^^ 

Second, the conclusion might be drawn that an active transfer was 
demonstrated l)y ihe special expeTimental conditions. This primarily 
postulates the liberation of energy, which is linked with the shift of ions 
(see p. 528). Following this line of thought, Ingraham and Visscher^® have 
studied the influence of metabolic poisons, like cyanide, hydrogiMi sulfide, 
fluoride, or arsenic, upon characteristic changes of concentration of Cl, 
S 04 and Na in the intestinal fluid. Due typical result is reproiluced in 
Figs. 58 and 59. There it appears that, in the presence of the poison, the 
impermeability to sulfate disappears, that the normal rapid fall of Cl to 
zero is reversefl to a rise toward the plasma level of lOD rn mol., and that 
the sr)dium ct)ncentration, which at the beginning is as high as 200 m mol., 
likewise approaches the plasma level. Thus, the jneture has been com- 
pletely changed. However, the results permit no more than the conclusion 
that evidently ihe poison has abolished the normal eellular limitation of 
ion permeability, so that unrestricted diffusion can occur. 

This is not, then, a direct demonstration of active transfer in this 
complex system. However, it will be shown in the foil [) wing chapters 
that there are systems, in which the relative rates of diffusion of con- 
comitant substances do not play such a decisive role in identifying the 
active transfer, and in which the correlation between this transfer and 
the liberation of metabolic energy is unambiguous. It may be that sub- 
stances will be discovered which are specific inhibitors of the energy pro- 
viding reactions, for instance more like phlorizin in its specificity than like 
iodoacctate in its general impairment of cell structure (see p. 548). 

3. The Absorption of Sugars. — Sugars are lipoid insoluble non- 
electrolytes. It can be inferred, therefore, that in their rate of absorption 
the molecular volume will be a determining factor. However, the fact that 
we meet here, for the first time, jdix >io1ngicnll\ important organic sub- 
stances, may suggest a special behavior. As a matter of fact, more than 
forty years ago it was pointed out that, on the one hand, the lower absorp- 
tion rate of disaccharides compared to monosaccharides can be correlated 

^^See also R. f\ Ingraham, Ain. ,T. Physiol., 114: 070, 1935. 

Ingraham and M. R. Vissther, Am. J. Physiol., 114: 681, 1935. 
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with the greater molecular volume and the lower diffusion rate respectively, 
but, on the other hand, glucose is absorbed at a higher rate than other 




Fig. 5W. — Intestine after pihsuiiiiif'. 

Figs. 68 anil 59. — Influence of poison upon the distribution of Cl, SO 4 , and Na between 

intestinal fluid and blood. 

hexoscs.^^ Studying, then, a series of monosaccharides with various 
methods and different animals, it has been found that, apparently incom- 
patible with the diffusion law, not only hexoses fail to be absorbed with 

libber, Pfltlger’s Arch. f. d. gcs. Physiol., 74 : 24B, 1809; E. H6don, Compt. rend. Sol*, de 
Biol., B2| 29, 41, 87, 1990. 
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equal speed, but pentoses pass even more slowly than the hcxoses. With 
different methods, Nagano,^® working on dogs, Cori,^® and illiniinll and 
Laszt^“ on rats, have obtained the following relative values: galactose 115, 
glucose lOD, fructose 44, mannose 33, sorbose 30, xylose 30, arabinose 29. 
These observations have been supplemented, and more light has been 
thrown on the physiological nature of these differences, by the studies of 
Macleod, Magee, et using the excised loops of cats and rabbits, sub- 
merged in normal saline and filled with solutions of sugars, the penetration 
of which was measured by analyzing the outside solution. This simple 
procedure has yielded the following results: From -'iirx i\ iiii.!: loops of equal 
size, glucose passes faster than xylose, but after the mucosa has been 
injured by heat or by fluoride, the contrary is true. Even lowering the 
temperature to D° has the effect that xylose leaves the inside fluid slighlly 
faster than glucose; but the normal ratio can be re-established by warming 
the loop to 40°. Further, the temperature coefficient of pt‘netrati[)n of 
glucose between 9° and 2f)° is about the same, irrespective of w'hctlu‘r the 
intestine is alive or dead; whereas, between 29° and 49°, this coefficient is 
much greater in the living (see p. 31). All these facts point to the con- 
clusion that the absorption of xylose is a iionsclective physical i)roccss, 
whereas in that of glucose the peculiar properties of the living structures of 
the intestinal wall are involved. Another contribution to this interpre- 
tation is the observation of Cori and Groltz^^ that the different sugars are 
absorbed at equal rates from the peritoneal cavity, the walls of which, in 
this regard as well as in others, behave like an inert physical membrane. 

Another remarkable result of the experiments of Auchinachie, Macleoil, 
and Magee [loc. cit.) with excised loops is the following. Two loops, one 
.‘^ur\ i\ ing, the other killed, are filled with glucose-saline and placed in 
saline, anil the rates of penetration are measured. From the fluid in the 
dead loop there appears more glucose outside than from the living. This 
is in agreement with the fact that the permeability of all living cells increases 
in death. But the more important point is that, while during several 
hours the amount of glucose c'^esiping from the killed loop diminishes 
progressively, the longer the penetration is allowed to proceed, the rate of 
absorption through the living loop remains practically constant over several 
hours. This same difference, shown by the surviving and the killed excisetl 
loop, appears under normal conditions in comparing the absorption from 
the peritoneal cavity, on the one hand, and from the intestinal cavity, on 
the other. This constant shift of glucose or, more generally, of certain 
hexosDs, is the most conspicuous indication in intestinal absorption of 

J.Nagano, Pfliiger’s Arph. f. d. ges. Physiol., 9D: 19()2. 

r. F. Cori, Prop. Soc. Exper. Pin]. & Med., 22 : 4.97, 1025; J. Piol. Chem., 5B : BOl, 1925. 

BO ^ Wilbrandt and L. Laszt, Bioehein. Ztachr., 269: 898, 1933. 

D. W. Auebinnehie, J. J. R. Macleod, andH. E. Magee, J. Physiol., 69 : 185, 1930; J. J. R. 
Macleod, 11. E. Magee, and V. R. Purves, ihid., 70: 404, 1930. 

C. F. Cori and H. L. Goltz, Prop. Soc. Exper. Biol. & Med., 23: 122, 1925. 
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transfer through some intraviial artivity, as contrasted with passive pene- 
tration. It is convincingly demonstrated by showing tliat, over a certain 
range of concentrations (ab[)iit B to 12 per cent with rats), the same amount 
of sugar leaves the iniestiiial fluirP^ in the same period of time. This is 
evident, e.g., from experiments of Verzar, which are listed in Fig. BO. The 
average amounts of sugar absorbed within one hour arc plotted against the 
amounts introduced into the loops in 3 ec. of water. It is evident that 
glucose [a) and galaeiosc (6) form one group, xylose [d), sorbose (e), and 



Fig. 6D. — InlehLlnal absorption of su^jars: a. gliicosp, h. galartose, c. fructose, d. xylose, e. 

sorbose, /. mannose. 


mannose [f) a second group, whereas fruetose (c) takes an intermediary 
position. Corresponding to physical diffusion, the rate of absorption rises 
ill the second group rather regularly with rising concentration, whereas 
glucose and galactose are considered by Verzar to show a fairly constant 
absorption rate between 5M and 13 per cent. The behavior of fructose 
approaches that of the second group. In the concentration interval of 
2.5 to 5.5 per cent, the absorption rate of glucose and galactose increases 
like those of the sugars of the second group. Below 2.5 per cent within the 
one hour of duration of the exjicrimeiits, the entire amount of these sugars 
present is absorbed. 

These results suggest the belief that the selective absorption of glucose 
and galactose is due to some kind of carrier system, which is seated in the 

V. F. Fori, G. T. Cnri, andH. L. GnlLz, ProL*. Sac. Exppr. Biol. & Med., 2B: 433, 1923; 
F. Verzar, Bioeheni. Ztsehr., 27B: 17, 1935; Sz. Donhoffer, Arch. f. Exper. Path. u. 
PhannakoL, 177: BS'), 1935. 
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intestinal wall and which is unable to shift more than the maximum load of 
these sugars at one time. Since it is unfit to carry the other sugars, it 
leaves them to an unseleetivc physical diffusion. This hypothesis can be 
supported by various observations. On the basis of the well-known work of 
Lundsgaard on the severe alterations of carbohydralii metabolism by 
iodoacetate, A\ dlir.-inrll and Laszt®"^ have found that the preferential absorp- 
tion of glucose and galactose is markedly impaired by this poison, so that 
the characteristic difference between these sugars and mannose, sorbose, 
and the pentoses almost disapi>ears. Further, postulating that phospho- 
rylation, as a regular intermediary reaction in carbohydrate metabolism, 
may be involved in the preferential absorption of sugars, they have found 
that, on the one hand, arldition of phosphate |/>H 7) to the intestinal solution 
seems to speed the rate of absorption of glucose, not of xylose.*'’® On the 
other hand, extracts of intestinal mucosa, normally able to link inorganic 
phosphate with glucose, galactose, and fructose, but not mannose ami 
xylose, lose this pliosj)horylizing power in the presence of iodoacetate®® 
(see later). Thus, phosphorylation may be connetited somehow with the 
carrying function. About the different behavior of human erythrocytes 
toward sugars, see Sec. 4, chap. 10. 

An especially strong arguineiit for an intermerliary pln)sphorylation 
is the action of another poison, phhmzin. This glucosifle has been known 
for a long time to ])revent reabsorption of glucose in the kidney. Its 
inhibitory effect is much milder than that of ioiloaeelale. This latter 
substance very easily brings about irreversible damage of many cell func- 
tions. It interferes with many transport reactions, e.g., Ihe secretion of 
dyestuffs by the kitlney and the liver, the reabsorption of V] and the absorp- 
tion of amino-acids. In general, these reactions are definitely sto})ped, 
and the effect is often manifested even by gross j)athological changes.®^ 
Phlorizin, however, inhibits phosphorylation anil de])h[)sj)horylation in 
muscle brei, in kidney, anil in brain extracts, and, furthermore depresses 
in a fully reversible manner the intestinal absorption of glucose.®^ Phlorizin 
also interferes with the absorption of galactose ami fructose, much less 
with that of xylose and arabinose. it does not affect the absorption of 
glycine, glutamic acid, and asparagine. 

The effect of phlorizin is illustrated by the following -experiment of 


54 ^ Wilbranclt and L. A. Laszt, Itim-hem. Ztsi-hr., 269: 3MH, 1933. 

Spc, further, TT. K. and E. Ileid, J. Physiol., 73 : lii3, 1931; L. Laszt, BioL-hem. 

Ztsrhr., Z7B: 40, 1935. 

Laszt, Bir)L‘li[*in. Ztsrhr., 27B: 41, 1935. 

A. Klin^dioffer, J. Biol, ('hem., 12B: ^iOl, 1938; It. fihiiell and It. Hiiher, J. & 
('□mp. PhysiiiL, 13 : Kil, 1939; It. (ihiirll, ibid., 13 : 155, 1939. See also eliap. 382. 

E. Lundsgaard, BioL lieni. Ztsihr., 264: 29.9, 221, 1933; also E. Werlheimer, PflUger’s 
Aieh. f. d. ges. Physiol., 233: 514, 1933; further, Nnkazava, Tohoku 1. Exper. Med., 3: 288, 
1922. About substances resemhling phlorizin, see E. Ahderhalden and G. Effkemann, Bio- 
ehem. Ztsehr., 268: 461, 1934. 

i^)hnr*ll and R. libber, he. cif. 
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])f)nhofFpr®°: Under identiral renditions, loops of the intestine of a rabbit 
are filled with oipial voliinii\4 (10 cr.) of 2.5% (erpial 250 mg.) and of 15% 
(equal 1500 mg.) glucose, either with or witlnuit phlorizin. Of the 250 mg. 
glucose present in the first loop, 128 mg. are absorbed in the absence of 
phlorizin, 19 mg. in presence of phlorizin. Correspondingly, of the 1500 
mg. ill the loop containing the stronger solution, 338 mg, disappeared with- 
out phlorizin, 231 mg. with phlorizin. This means that 123 — 19 = 104 mg. 
and 338 — 231 = 107 mg., i.e., practically iilentical amounts, arc absorbed 
from the two loops through ])h[)sphorylation, whereas 19 and 231 mg., 
respectively, must pass the intestinal wall without phosphorylation; in 
other words, by simple diffusion. From the viewpoint of the carrier 
hypothesis, this can be interpreted as indicating that, irrespective of the 
great concentration differenro in the two solutions, the carrier is filled to 
the same maximum hiail (104 to 107 mg.), and that, in addition, 15.4% of 
the amount absorbed from the weaker solution and 68.3% absorbed from the 
stronger solution pass by diffusion. But these conclusions should be sub- 
stantiated by further stmly. 

Possible influence of two sugars, administereil .simultaneously to the 
loop, uj)f)n each other's absorption, has also been iii\ eNl igiiliMl.''^ Such a 
mutual influence has been foniul to exist in the case of glucose anil galactose, 
which are absorbed from a mixhirc of equal parts of these sugars in such a 
way that the rale of absorption of each is reduced so that the total amount 
absorbed is not greater than if glucose alonc^ orgalacto.se alone were absorbed. 
This, loo, fits in with the idea of a carrier syslt'm which cannot transfer 
more than a maximum load. However, it has been found also®^ that not 
only glycine and alanine, but also glycine and glucose, influence each other 
ill the same way. 

The opposite eflect than with phlorizin, an ample increase of glucose 
absorption, has been recently observed®^ with rats, which were given for 
several days thyroxine. Certainly, there is a number of factors which might 
be considered responsible for this effect. But ilepletion of carbohydrates, 
rise ill the velocity of intc.stiiial blood circulation, increased peristalsis, 
generally increased permeability of the mucosa, and others can be ruled 
out. On the other hand, evidence has been provided that the rats, after 
being treated with thyroxine, display a strong increase of absorption of 
glucose, galactose, oleic acid, i.e., of substances which are readily phospho- 
rylized, but fail to show the increase in presence of phlorizin, whereas 
thyroxine has no influence upon the absorption rate of alanine and of 
xylose. 

roncerniiig the nature of the influence of phosphorylation upon absorp- 
tion, more recent work has shown that this means much more than a simple 

Sz. Donhoffer, Arc'h. f. Exper. Path. u. Plianiiaknl., 177 : BH.*), 1935. 

C. E. (."ori, Proc. Sdc. Exper. Biol. & Med., 23: 299, 192B. 

C. P. Cori, ProL. Sou. Exper. Biol, fit Med., 24: 125, 1.92B. 

■®T. L. Althauscn and M. Stoekhtilm, Amcr. J. Physiol., 123: 577, 1933. 
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intermediary reversible reaction with sugars. As in muscle metabolism, 
phosphorylation is rather a sequence of interlocked transphosphorylations 
involving the intracellular action of a group of enzymes as mediators between 
the adenylic acid system and the carbohydrate system anil as such including 
an oxidative breakdown of a fraction of the available sugar, and thus a 
liberation of energy, which is likely to be utilized for the transfer mecha- 
nism.®^ This will bo -discussed in more detail later (chap. 38). Corres- 
ponilingly, cyanide has been proved to inhibit the absor))tion of glucose.®^ 

Regarding this situation, one may hesitate to use the term “carrier 
system” to represent such a concal eiiation of chemical reactions. How- 
ever, it will be shown later (p. BIT) that the enzymes coiicerneil are localized 
in the borly of the absorbing epithelium in such a way as to suggest the 
functional participation of certain structural components, thus providing 
perhaps a vague idea about the histochemical nature of the transporLing 
machinery. 

There is another mechanism that co-operates in the absorj)tlon of the 
physiological sugars and is analogous to the conditions found to support th[‘ 
absorption of salts (pp. It has often been observctl that glucose 

is absorbed along the concentration gradient from a higher eoncen [ration 
level in the intestine to a lower level in the, blood. But, fiarany and 
Sperber®^ have been able to demonstrate that glucose may also be shifted 
against the gradient by ai)plying the principle of adding a slowly 
diffusible coniyjound to the hypotonic intestinal sugar solution, as was found 
to be successful in [leinonstrating the marked up-hill transfer of NaPl. 
For this purpose, they have used sodium sulfate or sorbose. After filling, 
for instaiiec, a loop of a rabbit intesline with a blood-isotonic solutinii of a 
mixture of glucose and sorbose, the concentration of sorbf)se was observed 
to remain high througlniut the experiment (more than 2 hours), while the 
glucose concentration rapidly dropped down toward zero, although the 
level of the rabbit’s blood sugar was about 11) 0 mg. per cent. 

4. The AbsorpliDn of Amino-acids. — Since, among the hexoses, the 
physiological sugars are subject to a preferential absorption, and, among the 
salts, the most jdi\ ^iologie.il one, NaCl, seems to undergo a corresponding 
treatment, it has been inferred that special cellular devices insure a speedy 
absorption of the regular components of food. In this respect, particularly, 
amino-acids must be considered. 

The problem is simpler in the case of the hexoses, which are more 
nearly related to each other than are the amino-acids, especially in the 


S. P. rolowirk, II. M. K.ilrkar, and P. Pori, J. Pinl. Phera., 137: 343, 1341; C. F. 
Pori, Biol. Symp., B: 131, 1.941; P. F. ^^ori. Symposium on Bespiratory Knzymes; University 
of Wisconsin, 1942; C. F. Cori and Gr. T. Cori, Ann. Rev. of Bioulicm., 10: 1.51, 1041; see, 
further, Sec. 6 and 7. 

Kjerulf- Jensen and E. Lundsgaard, Ztsfhr. f. Physiol. Pherii., 2BB: 217, 1.940. 

®“See, e.g., 0. Cohnheim, Ztschr. f. Biol., 36: 129, 1H98. 

®^E. B^rdny and E. Sperber, Skandinav. Arch. f. Physiol., 81: 290, 1939. 
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identity uf their molecular volume. The amino-acids possibly could be 
best compared to the aci[l amides, although the rate of their absorption has 
been shown to be inferior to that of the polyhydric alcohols of a corre- 
sponding molecular volume, fr)r reasons that so far are not clear (p. 535). 
Nevertheless, absorj)tion experiments with amino-acids appear promising 
for our problem in two respects. 

It is conspicuous from old observations of Overton®*^ concerning the 
osmotic propertit‘S of frog muscle, that amino-acids, like glycine or alanine, 
enter with great slowness, if at all, although, because of their smaller molec- 
tdar size, one coidd expect them to exceed, for instance, erythritol. Still 
more unexpected is their inertia in penetrating the cell surface of the sulfur 
alga Beggiatoa,^^ which is remarkable for its outstanding behavior as a 
molecular sieve (Sec. 4, chap. ID) and in which the permeation rates of sev- 
eral amino-acids have been fouiitl to be abnormally low. The reason for 
this slowness is not of a physiological nature, since the slowness is evident 
also in diffusion experiments with collodion membranes,^” and can be 
explained as being due to the ampholyte character of the amino-acids 
(Sec. 1, chap. 5), which, probably due to the formation of a shell of water 
dipoles around the am])holyle ions, brings about an enlargeriieiit of the 
molecular volume. Consequently, a porous membrane, such as the intes- 
tinal wall (see ]). 534), would be expected to be j)assed comparatively slowly 
also. IJiit the contrary is true. In comparison with acid amides, with 
erythritol, with xylose, the amino-acids actually pass the intestinal wall 
much faster than was anticipateil from their diffusion rates. 


Table XLV. — Absorption by the Rat Intestine of an Acid Amide and an Amino-acid 


Malonamide 

Asparagine 

Mrd. eone. al 

Pereenlage absorbed 

Mol. eone. at 

Percent age absorb pd 

the beginning 

after 35 min. 

the begiiinifig 

after 29 min. 

9 DGS 

IG 9 

0 f)3 

89 4 

0 1.32 

10 8 

[) 90 

57.7 

9 19H 

IG 5 

[) 1)9 

53 2 

0 204 

IK 4 

9 12 

39 2 


Another aspect of the problem is the following: According to Pick’s 
law, when a substance is administered in a loop experiment at different 
concentrations, the absolute amount entering by passive penetration would 
bear a linear relationship to the concentration, and the relative amount 
would be constant, as shown in Table XLI (p. 532). Butin a preferential 

E. Overton, Pfluf?er’s Areh. f. i. ges. Physiol., 92: 115, I.'IDS. 

W. Riihlaiiil and C. Hoffmann, Planta, 1: 1, 1925; S. Schcinfelder, ihid.^ 12: 414, 1930. 

F. Srhmengler, Pfliiger’s Arch. f. d. ges. Physiol., 232 : 591, 1933. See also C. Schmidt, 
The riicmistry of Amino Acids and Proteins; C. C. Thomas, Springfield, 193B. 

R. libber and J. libber, J. ['ell. ('omp. Physiol., 10: 401, 1937- 
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absorption of glucose, on the contrary, the absolute absorption within a 
certain concentration range turns out to be fairly constant, anri the per- 
centage absorj)tion decreases (see Fig. 60, ]). 547). Now, according to a 
series of preliminary experiments, the aiiiino-acirls apj)ear to resemble 
glucose. In Table XLV, the behavior of maloiiainide is compared to that 
of asparagine. These results concerning the absorption of amino-acids are 
in agreement with others indicating an active reabsorption by the kidney 
tubules (see p. 562). 

5, The Absorption of Water. — So far, no conclusive evidence has 
been presented that, aside from osmotic, colloidosmotic, and hydrostatic 
forces (page 270), there is a special driving force for water within the living 
intestinal membrane. Evidently, such a mechanism has been proved to 
exist within the excised surviving frog skin transporting Ringer solution in 
one direction from outside to inside (p. [528).’^^ But the observation of a 
corresponding action of a diaphragm formed by a piece [)f fresh muei)sa of a 
rabbit intestine as described by Reid, could not be confirmed by olher 
investigators. 


R. Hbber and J. libber, J. f’ell. & Cornp. Physiol., 10: 401, 1037. 

W. Reid, Rritish Med. J., 1 : 323 180*2; J. Pliysiid., 26 : 230, 1001; K. Hiif, Pfliigers’ Arrh. 
f. d. ges. Physiol., 236: 1, 1935; 237; 143, 1.93(i. 
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Comparable to the iiilestiiie, the kidney is like a very extern rled mem- 
brane of epithelial rells whieh se])arates the blood from the urine. This 
membrane is arranged into a multitude of tubes, the ne])hrons. In the 
kidney, one entl of each of tln^se nephrons is elf)sed by a Malj)ighiaii corpus- 
cle, all nej)hrons run ))raetiL*ally side by side and end in a common collecting 
structure. All are suppf)sed to be essentially identical as far as their 
anatomy and physiology are concerned. 

Dur task, in studying kidney functic)n, resembles the analysis of iiitivstinal 
absorption, since it must be <lecided whether the permeation of water and 
solutes across the membrane is a j)assivc ])enetratioii or an active transfer. 
But the task here is much more ili verse, and thus more interesting, than 
with the intestine, as each nephron is divided inlo a series of segments, each 
of them endowed with special functions, which mostly, but not always, 
appear to be indicated by a visible characteristic structure of the epithelial 
cells. We can ilistinguish, as histophysiidogical units of each nephron, the 
Bowman capsule in the Malpighian body, the proximal tubules, the distal 
tubules (perhaps better, the proximal distal and the distal distal tubules) 
aiirl, in addition, the thin segment of the loop of Henle, a special feature of 
the kidney of mammals. Thus, the contents of the nephron pass along the 
active epithelial wall like a technical product which moves on the assembly 
line, and which, by the addition of certain compounds anil by the sub- 
traction of others, is transformed into the final product, the urine. Thus 
the kidney accomplishes its main function of eliminating the waste products 
of metabolism, which are circulaling in tht* blood, without abandoning 
valuable components, which are on the way to get lost, after having entered 
the nephron through Bowman’s capsule. The final gt)al is the rnaiiilenance 
of a normal internal medium surrounding the cells in the body ami con- 
sisting of water and of certain solutes in proper concentrations. In view 
of such a goal, it is tempting to advocate a teleological point of view, and to 
foresee a selective and active transport for those substances that arc cither 
useful or useless to the body as a whide — although many a recent finding is 
contradictory to this viewpoint, perhaps only owing to our meager ability 
to judge what is useful and what is not. The selective behavior of the 
intestine would be likewise in agreement with such a teleological concept 
(see p. 550). On the other hand, taking into consiileration the customary 
experimental procedure for examining the behavicir of nonphysiological 
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foreign substances, e.g., dyestuffs, it will appear that a certain correlation 
between the physical or physicochemical properties of these substances and 
the selectivity of their transport can be detected, which eventually may 
serve to eliminate the mystery of a teleological concept. For instance, a 
toxic foreign substance is expelled from the body by an active process in 
the kidney, and, in addition, proves to possess such physicochemical 
properties as will precondition the release of the secretory mechanism 
(see p. 571). 

In the analysis of kidney functions, it has for a long time been recognized 
as the primary task to attribute to the different portions of the nephrons 
the various functions, which become obvious even in a superficial view 
of the urine formation. Thus, merely on the basis of the histological picture, 
the glomeruli have been surmised to be a place of filtration. Further, a 
comparison of the various ratios of concentration in the blood fluid and in 
the urine has shown the tubules to control this interrelationship either by 
allowing a passive penetration or enabling an active Iransfer, the latter 
being either “rcabsorption” of certain substances from the filtered fluid or 
“secretion” or “excretion” of certain other substances. 

1. The Formation of the Glomerular Fluid. — Convincing proof has 
been furnished that the glomerular fluid is the result of filtration of blood 
fluid through the walls of the tuft of capillaries into the Bowman capsule. 
After numerous investigations, inaugurated by Carl Ludwig (1844), it 
has been conclusively demonstrated that the rate of urine flow varies as the 
blood pressure in the renal arteries is raised and diminished without changing 
the amount of fluid passing through the kidneys,"^^ provider! that the area of 
the filtering membrane docs not change simultaneously, due to changes of 
the blood distribution inside the kidney through local vasoconstriction or 
vasodilatation. Furthermore, the rate of urine flow decreases, when the 
effective grarlient of filtration pressure is diminished by raising the intra- 
ureteral pressure. 

The most direct approach for determining whether the glr)merular 
fluid is a filtrate, has been made possible by withdrawing fluid from the 
Bowman capsule as fast iis it is formed. This procedure of puncturing the 
pathways of the nephrons, which has been intrj)duced by A. N. Richards, 
permits the analysis of contents often amounting to not more than D.5 
cmm. Regarding the capsule fluid of the amphibian kidney, the result is 
that glucose, chloriile, urea, creatinine, and hydrogen ions are found to be 
present in approximately the same concentration as in the plasma, but the 
fluid is protein-free; in other words, the capsular fluid can be looked upon as 
an ultrafiltrate. A corresponding condition has been found in the glomeru- 
lar fluid of rat and guinea-pig.^® 

A. N. Riuharils and 0. U. Plant, Am. J. Physiol., 59: 144, 1922. 

J. T. Wearn and A. N. Richards, Am. J. Physiol., 71 : 2D9, 1924; J. Biol. Pheni., BB: 247, 

1925. 

A. M. Walker, J. Oliver, and P. A. Bolt, Am. J. Med. Sc., 2D1: 625, 1941. 
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Attempts have been made to obtain a more definite knowledge as to 
the physical properties of the gh)mcrular membrane as an ultrafilter, 
by iiivesligMiing whtdhcr colloids other than the plasma proteins, cither 
after being injected into the blood of mammals or after perfusion through 
the kidneys of amphibia, appear in the urine. The main result is that, 
grossly, the ability to penetrate the glomerular membrane is a matter of 
molecular weight. Homocyanin (5,0[)0,ODO), casein (190,000), serum 
globulin (104, 000), scrum albumin (S8,0DO) are retained. Egg albumin 
(34,000) and Bence-Jones protein (34,000), gelatin [35,000), insulin (37,000) 
pass. Still greater is the permeability to P.P.D. tuberculin (13,500). 
Inulin (5,100) has been found to appear in unchanged concentration in the 
capsular fluid. Hemoglobin [08,000) shows an ambiguous behavior, 
possibly due to the intermediary value of its molecular weight. Serum 
albumin is the first of the fdasma proteins to appear in the urine in kidney 
disease. 

2. The Function of the Kidney Tubules. — a). Methoch . — The 
amphibian kidney [frog, Ncctmus) has been found to be the most satis- 
factory object for analyzing the fnrmatif)n of urine. Nf)t only does it 
display the common advantages of the organs of cold-blooded animals, 
which endure maiiipulaiion and isolation much better than mammalian 
organs, but it has sj)L‘cific anatomical advantages.’^'’ The dual supply of 
blood, from the aorta chiefly to the ventral half, where the major part of 
the glomeruli and of the distal tubules is located, and from the renal portal 
vein to the main site of the proximal dorsal tubules, has contributed largely 
to the development of kidney physiology. For, owing to this twofold 
blood supply, it is more or less possible to provide separately the two halves 
of the kidney with different solutions, and thus to investigate the functional 
(■apaeities of the proximal and the distal tubules. A practical procedure 
for such experiments with the isolated Ringer perfused frog kidney was 
juoposed by Cullis.®“ An important point is to keej) the aortic and the 
portal pressures within the range of about 24: 12cm. of water, corresponding 
approximately to the normal ratio of the pressures in the supplying vessels.^’ 
Under these conditions the arterial and the portal fluids, although both 
are confluent into common roots of the renal veins, usually remain suffi- 
eiently separated to allow a differential supply of the proximal and the distal 


E. Bayliss, P. M. T. Kerridgp, and D. S. Rus.spII, J. Physiol., 77 ; 38fi, 1933; P. A. Bott 
and A. N. Richards, J. Biol. Chcin., 141: 291, 1941. 

J. P. Hendrix, B. B. Westf.all and A. N. Richards, J. Biol. Chem., IIB : 735, 1936. 

M. Nussbaiim, PflUger’s Ari’li. f. d. ges. Physiol., IB: 139, 1878; 17 : 589, 1878. 

W. C. Cullis, J. Physiol., 34; 250, 19I)B; further, F, A. Bainbriilge, J. A. Menzies, and 
S. TI. Hollins, ihid.f 48: 233, 1914; M. Atkinson, Ci. A. Clark, and J. A. Menzies, ibid., 66 : 253, 
1921. 

About some experimental details, see G. Barkan, Ph. Broemser and A. Hahn, Ztschr. f. 
Biol., 74: 1, and 37: 1921. 

A. N. Rirhards and A. M. Walker, Am. J. Physiol., 79: 419, 1927. 
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tubular epithclia.”^ This can be shown with dyestuffs, the appearance of 
which, oven in minute concentration, is easily detected in the secretion 
collected by the ureteral canulas.*^ 

a 1. When the kidney is supplied under the normal pressure conditions 
from the aorta with Ringer, from the portal vein with Ringer plus dyestuff 
in a low concentration (0.1 mg. %), the dyestuff appears in the urine in a 
remarkably enhanced concentration (10 times and more), provided that it 
belongs to a certain group 1 , which, owing to a special molecular structure 
(see pp. 5()6ff) has adequate properties. 

a 2. Under the same conditions, another group of dyestuffs, II, fails to 
appearin the secretion, or it appears at best in an extremely low concentration. 

6 1. If the kifiney is perfused with Ringer jdns a dyestuff I exclusively 
from the aorta, the perfusion from the portal vein being omitted, the dye 
appears in about the same increased concentratif)n as in experiment a 1. 

h 2. If this experiment h 1 is repeated, substituting a dyestuff II for a 
dyestuff I, the dye appears either in the low concentration of the perfusion 
fluid, or only slightly (2 to 4 times) concentrated. This slight increase, 
probably, is due to water reabsorption (see pp. 561 and 568). 

c. vSupplying either a dyestuff I or a dyestuff 11 from both sides, gives 
practically the same result as the experiments a 1 and a 2. 

From these facts the following conclusions can be drawn: First, the 
proximal tubules are able to perform a secretory concentration of dyestuffs 
I, not of dyestuffs II (experiments a 1 and a 2). Second, if, as in experi- 
ments h 1 ami h 2, the portal pressure fails to balance the aortic pressure, the 
fluid coitering the kidney frf)m the aorta flows down to the capillaries of the 
portal side, aiul thus circulates around the proximal tubules. Due to this 
connection between the aortic and the portal stream -bed, the extent of 
which varies from individual to individual, eventually, but not necessarily, 
some fluid may ])ass over from the portal to the aortic side. 

rorrespoiiding results have been gathered with colorless substances. 
For instance, similar to the group II of the dyestuffs, inorganic ions and 
organic noiielcctrolytes, even some belonging to the regular components of 
the plasma, may fail entirely to appear in the secretion, when introduced 
from the portal vein only, the glomeruli at the same time being supplietl 
with Ringer. This has been found with phosphate, chloride, sulfate, 
xylose,®^ and others. 

Thus, this simple method of dual perfusion of the amphibian kidney 
suffices to permit an extensive study of the correlation between the chemical 
and physicochemical behavior of solutes and the permeability and secretory 

For i\ srlipiiie illustmtiiiK ilip vasi iilar distrihiition in the frog kidney, see P. Kllinger, 
Ari'h. f. Fxper. Path. u. Phaniikid,, 146: 1949. 

the fidlewiiig, see H. Ynsliida, PflUger’s Areh. f. d. ges. Physiol., 205: 274, 1924; 
F. Srheininsky, ihid., 221 ; B41, 1948; T. J. Liang, ibid., 225: 11)4, 1939. 

H. Yoshida, Pfltiger’.s Areh. f . d. ges. Physiol., 205 : 274, 1924; W. W ohlenberg, ibid., 21B : 
448, 1 947 : T. J. Liang, iW., 222:272, 1929; R. lldber, 233: 181, 1933. 
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capacity of the proximal tubules, of course only scniiquautitatively, but 
exactly enough to justify its often contested value (sec also p. 563). 

A more direct approach to the problem of tubular function has beini 
made by Kichards and Walker.®® In extending the mt^thod of glomerular 
puncture to the tubules of the amphibian kidney, single tubules are punc- 
tured at various levels and the contents collecteil and analyzed. For this 
purpose, certain segments can be isolated by blocking the lumen at two 
points with droplets of mercury or of colored mineral oil. Also, such a 
segment can be filled or perfused with a certain solution and re-emptied for 
analysis. Puncturing the Bowman capsule and the ])roximal and distal 
tubules at different points can provide inform ati on about changes of the 
composition along the nephrons. The resulls of this elegant procedure 
will be referred to later, as well as the use of other more simple methods, 
such as the study of the excised kidney, of kidney explaiiLs, aiuJ others. 

Beyond thesemelhods, which subjeett he kidney I o more or less un])hysio- 
logical circumstances, otliiT means have been found to explore tubular 
function in the normally blood-f)erfused kidney of lhi‘ intact animal. The 
main prorcflure is basefl upon the determination of the renal clearance of 
the substances in tjuestion (s(‘e p. 574). 

h. Passive Penetration . — In analyzing intestinal absorption, it has 
been found usefid to ascertain to what extent the absorbing inembraJie 
can be looked upon as being a fliffusioii membrane, and absorption not more 
than a passive penetration along ctinceiitration gradients, and how far 
special forces are cngageil in bringing about an active transfer. The same 
procedure may be followed in dealing with the ej)itlielial tubes of the kiilney. 
But here we also are interesteil to know whether passive ])enetratioii across 
the membrane occurs in one direction as well as in the other. 

Penetration toward the lumen of the nephron. -As mentioned before, a 
number of inorganic ions, phosi)hale, sulfate, ferrocyanide, chloride, when 
offered to the proximal tubules from the ])ortal vein, cannot, or can hardly, 
pass into the lumen of the nejdiron.®® The behavif)r f)f chloride is of special 
interest. When, in the arterial perfusion fluid, tin* normal Cl is replaced 
by SO 4 and normal Ringer is supjdied only from the portal vein, the secretion 
remains Cl-free.®'* This is an especially striking demonstration of a uni- 
directional permeability of an epithelial layer, since Cl is moved to complete- 
ness in only one direction (see p. 559). But this Cl-shift is a specific 
reaction of the chlorine ion. Sidfate, phosphate, ferrocyanide, juobably 
are unable to leave the lumen after having entered the nephron through 
the glomerular membrane. They appear in the frog urine slightly con- 

«« A. N. Rkhardsand A. M. Walker, Am. J. Physiol., 118:111, 1.93B. 

About collei’Linn and analysis of fluid from .single glniiipruli and tubules of the mammalian 
kidney, see: A. M. Walker, J. Oliver, P. A. Bolt, and M. V. MaeDowell, Am. J. Physiol., 134 : 
5Ci, 5H0, 1941. 

II. Yoshida, PflUger’s Areh. f. d. ges- Physiol., 2D6: 274, l.‘)24. 

J. Liang, PflUger’s Areh. f. d. ges. Phy.siol., Z22: 272, 1929. 
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centrated, due to water rcabsorption (see pp. 561, 568). Many organic 
anions, especially the anions of sulfonic acid dyestuffs and of related acids, 
show a corresponding incapacity to pass (see p. 556). About the passive 
penetration of inorganic cations across the tubular wall, very little is known 
as yet. 

The proper interpretation of this impermeability is that the molecular 
dimensions of the ions are too great to allow them to penetrate the pores of 
the sie\a*-likc membrane. Sucli a viewpoint is suggested by eorresponding 
experiments with organic non electrolytes, likewise introduced from the 
portal side only. Wilh polyhydric alcohols it has been observeJ‘^“ that the 
rate of penetration across the proximal tubular walls seems to increase in 
the order: mannitol < glycerol < ethylen glycol; with ali])hatic acid amides 
ill the order: malonamide < acetamide; with sugars in the order: xylose 
< clioxyaeed on,'^^ in other words, in the order of cb'crcasing molecular 
volume. This is similar to the situation in passive penetration f)f the 
inlcstinal mimibrane (p. 5^8). The jiassivity of the processes is emphasized 
by the observation thal, in contrast to secretion, ihese penetrations fail to 
be blocked by adding a toxic (but not disintegrating) substance. 

As in intestinal absorption, aimther factor seems to contrfd the rate of 
passive penetration, namely, lipoid solubility (see p. 535). There are not 
many observations which can be mentioned in favor of this correlation. 
E.g., trimethylcitrate (m/25D), ])inaconhydrate (ni/lOO), aiitipyrin (m/4()D), 
though having a molecular volume greater than xylose or arabinose, enter 
the nephron, whereas I he ])entoses do not.*^- 

Penetration from> lumen to Hood . — So far as passive penetration in the 
direction lumen to blood is concerned, very little information is available, 
liegarding the influence of molecular volume, it is interesting to note that, 
with the technique of Richards and Walker (see p. 557), proximal tubules 
of Neeturus have been perfused with Ringer containing urea in concen- 
trations either higher or lower than that of the plasma.®^ The results 
show that urea passes in either direction along the grarlient. From a 
merely physicochemical viewpoint, this exit toward the blood could be 
expected, because urea has an exceedingly low molecular volume. In 
addition, other observations (see p. 572) have suggested that urea leaves 
the tubules by passive penetration. However, it will be shown that urea, 
one of the most important compounds concerned in urine formation, 
exhibits an especially complicated behavior (see p. 573). In the case of 
phosphate, also, passage in either direction obtains when single proximal 
tubules of Neeturus are perfused. This is at variance with what was 
mentioned before regarding phosphates. 

y. E. Sc linienglcr and R. Hi>ber, Arrh. f. d. gos. Physiol., 233: 199, 1933. 

T. J. Liang, Pfliigpr’s Arch. f. d. gcs. Physiol., 222: 27^, 191^9; R. libber, ibid., 233: 181, 

1933. 

R. Hober, unpublished experiments. 

A. M. Walker and C. L. Hudson, Am. J. Physiol., IIB: 153, 1G7, 193B. 
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c. ReaKwrption hy Active Transfer. — Reabsorption of inorganic ions . — 
As.suming that urine formation is begun hy filtration in the Malpighian 
bodies, the fact that normal frog urine is entirely or nearly Cl-free®'^ is 
the strongest evidence of active reabsorijtion of the filtered Cl against a 
stei?p concentration gradient into the Cl-rich plasma, and, since the normal 
urine of the frog is strongly hypotonic, one cannot evade the conclusion 
that, simultaneously with Cl, Na likewise is reabsorbed. This reabsorption 
in frog and in Necturus is a function of the distal tubules; in the proximal 
tubules neither the Cl concentration nor the osmotic pressure of the fluid 
changes. But in the distal tubules it drops progressively, until it reaches 
zero.®® The reabsorption of Cl can also be demonstrated by perfusing the 
isolated frog kidney from both vessels with Ringer. At the bi-giniiiiig of the 
experiment, the secretion frequently is found not to contain more than 
0.1% NaCl, compared to the 0.155% of the Ringer solution, but during the 
following hours the concentration slowly rises and finally reaches 0.65%, 
indicating that the organ under the abnormal conditions is slowly dying. 

From a biological viewpoint, it is easy to understand that the heavy 
burden of doing continuous osmotic work is imposed upon the amphibian 
kidney to counterbalance the large absorption of water through the skin, 
and its abundant output through the glomeruli, without lt)ss of the sub- 
stance that mainly contributes to osmoregulation (see chap. 36). On the 
other hand, as will be shown later (pp. 561, 568), water, also, is likely to be 
reabsorbed in the tubules, and this may explain the fact that, after the 
kidney has been poisoned, e.g., by cyanide, a narcotic, or mercuric chloride, 
not only the Cl concentration in the urine rises, but also the amount of 
urine. All the more is it important to point out that active transfer of 
inorganic anions plus inorganic cations can take place without a concomitant 
shift of water [see 587). 

Previously it was mentioned (p. 557) that sulfate, phosphate, ferro- 
cyanide probably are unable to re-enter the amphibian l)ody after having 
passed through the glomeruli. This would explain why effects similar to 
those observed with intestinal absorption arc produced by these ions. 
According to Goldschmidt and Dayton (p. 542), from a mixture of .sulfate 
and chloride introduced into an intestinal loop, the Cl shift into the body 
increases with rising sulfate concentration. In a similar way, when the 
isolated frog kidney is supplied alternately with Ringer, and with Ringer 
in which a part of Cl is replaced by SO4, again it appears that the presence 
of SO4 favors the reabsorption of CL®® Obviously, in either case, sulfate 
acts by its low diffusibility (p. 543); it is this factor which determines its 
diarrheic and its diuretic effect, if brought into action from inside the 
epithelial tubes. It further has been known for a long time that during 

F. A. Bainbridge, S. H. Collins and J. A. Menzies, Prot*. Roy. Soc., B. B5 : 355, 1913. 

86 A. M. Walker, C. L. Hudson, T. Findlay, and A. N. Richards, Am. J. Physiol., IIB : 121, 
1937; sec also H. L. White and F. O. Schmitt, ibid., 7B : 483, 1926. 

86 H. Yoshida, PflUger’s Arch. f. d. ge.s. Physiol., 2D6: 274, 1924. 
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diuresis effected by sulfate the percentage of Cl in the urine may drop to 
zero.^^ 

Another iiinrgimic anion, which is of particular interest because it helps 
to maintain the acid-base balance in amphibia as well as in mammals, is 
the bicarbonate ion. In perlusion experiments with frogs, the pH of the 
perfusdon fluid, buffered by CO2 anil HCO3, ordinarily is kept equal to 7.5, 
corresponding to the normal plasma value. In frog urine the pll varies 
between 7 and 4.5. By omitting bicarbonate in the perfusion fluid, the 
pH is brought down to about 4 . 8 . The HCO3 content of acid urine fre- 
quently has been found to approach zero. For these reasons it was sug- 
gestive to assume that the acidification of urine is based upon reabsorption 
of HCO3. 

The following experimental results seem to be in favor of this inter- 
pretation. By testing the reaction of the glomerular fluid with indicator 
dyestuffs (jdienol red, fluorescein) or by direct electrometric determination, 
evidence is obtained that plasma and the glomerular fluid have the same 
pH.^* Investigation of the ])\\ changes along the tubules with phenol red 
shows the acidification of the contents to be a function of Ihe distal tubules, 
and to be restricted to a short segment near the distal end of the distal 
convolution. This marked localization in contrast to the more extended 
distribution of the reabsorbing power for Cl in the distal tubules indicates 
that two independent mechanisms are involved in the transport of these 
ions. 

However, so far no unambiguous eviilence is obtaineil that bicarbonate 
is reabsorbed. Secretion of acid likewise must be taken into consideration. 
The following observations^”” appear I o be more in favor of the first Interpre- 
tation, although they, likewise, give no conclusive evidence. By adding 
sulfanilamide n,nd phenol red to the perfusion fluid, the normal acid reaction 
of the frog urine, as indicated by a yellow color, is changed to an alkaline 
reaction (pink color). This process is reversible. Besides sulfanilamide 
itself, derivatives containing the sulfonamide group unsubstituted have 
the same effect. Such compounds have been found l)y Mann and Keilin^”' 
to be poisonous to carbonic anhydrase. This enzyme is a normal component 
of the kidney.^ Therefore, the bicarbonate, in equilibrium with the 
bicarbonate in the perfusion fluid, in passing the critical tubular segment, 
is not unlikely normally to enter the wall and take part in the catalyzed 


ill. Magnus, Arrh. f Exper. Palli. u. Pharniakul., 44 : 39G, 19[)f); T. H. Sollmann, Am. J. 
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110: 7C3, 1935. 

H. Montgomery and J. A. Pierce, Am. J. Physiol., IIB: 144, 1937; see, further, P. Kllinger, 
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reaction: HCO3 + H ^ H2CO3 = CO2 + H20/'^^ with the result of an 
acid reaction in the urine. 

Reahsorption of augara. — Various observations had IlmI to the assump- 
tion that the plasma glucose, entering the pathways of the kirlney, dis- 
appears from the secretion by tubular reabsorption, before definite evidence 
was presented by G. A. Clark, showing that from the glucose-Riiiger 
perfuseti frog kidney glucose is no more retained, after the proximal tubules 
havelieen poisoned with mercuric chloride by way of the portal vein; and 
by Wearn and Richards, that glucose passes from the plasma through the 
glomerular membrane into the Bowman capsule in un [changed concentration. 

The site at which the reabsorption takes place is detected by puncturing 
the tubules at various places. It appears that, in contrast to the behavior 
of Cl, it is in the proximal tubules that the percentage of glucose falls off to 
a value near zer().^““ Moreover, it appears that the reabsorpLion of glucose 
can be entirely suppressed by phlorizin. Thereafter, the glucose coii- 
ceiiLration increases along the nephron until at the end of the proximal 
tubule it is about 40% above the plasma level, at the end of the distal 
about 200%. This probably is due to reabsorption of water, occurring 
particularly in the distal and is comparable to the increase of concentration 
observed with inorganic and organic ions (pp. 55 B, 558). 

Other sugars, besides glucose, hexoses as well as pentoses, were studied 
at first by TT. J. Hamburger, by perfusing the frog kidney from the aorta 
only, sf) that the perfusing fluid reached more or less the entire length of 
the tubules (see p. 55 B). Under these conditions the sugars appeared to be 
retained to various degrees. Clearer results are secureiP^^ by perfusing 
alternately with two sugars, either from the aorta alone or from both supply 
routes, and checking simultaneously the kidney function by Cl analyses of 
the urine, and by determining the secretory concentration of j)henol red 
continuously injected through the portal vein. In this manner the following 
order of absorption rates has been found: glucose > galactose > mannose 
> fructose ^ xylose > arabinose; in other words, the sugars are arranged 
in an order which does not differ very much from that encountered in 
intestinal absorption (p. 548). As a matter of fact, the two absorption 
phenomena resemble each other in more than one respect. First, in both 
cases we find the poisoning action of pldtmzin, and this effect is found to be 
stronger, the higher the absorption rate of the sugar. This correlation was 
detected independently in the kidney experiments and in the study of 
Lundsgaard and of Wertheimer on intestinal absorption (p. 548). Second, 


N. U. Meldrum and J. F. W. Roughtim, J. Physiol., 80: 113, 143, 1933. 
fl. A. ('lark, J. Physiol., 6S; 201, 1.922. 

106 Wearn and A. N. Rirhards, Am. J, Physiol., 71: 21)9, 1924. 

II. L. White and F. O. Schmitt, Am. J. Physiol., 7B : 483, 192B; A. M. Walker and P. L. 
Hudson, ibid., 110: 139. 1,937. 

J. Hamburger, Biochem. Ztschr., 128: 185, 1922. 

R. libber, PflUgcr’s Arch. f. d. ges. Physiol., 233 : 181, 1,933. 
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the amino-acid glycine, a selective absorption in the intestine as 

well as in the kidney tubules [see p. 55D), is equally well absorbed, no matter 
whether phlorizin is present or not (p. 566). Also, the absorption of Cl or 
the secretion of phenol red is not depressed by phlorizin. Therefore, the 
conclusion may be drawn that, as in intestinal absorption, the sugar absorp- 
tion is tied up with phosphorylation. 

Now, since enzymatic phosphorylation is dependent upon a supply of 
oxygen [p. 55 f)), and can be suppressed by poisoning with cyanide, sugar 
absorption also can be conceived of as being an active transfer. The 
following experiments are in fav^or of this viewpoint. The Ringer perfuserl 
frog kidney is supplied from the aorta with glucose, from tlie portal vein 
with phenol red, and in addition, for a slujrt time, with phenylur ethane as a 
metabolic poison (see p. 66f)). The result is that temporarily, during 
the narcotic period, the glucose concentration in the secretion increases, the 
phenol red concentration decreases, since either of these processes depends 
upon activity of the proximal tubules. For, if the effect of the narcotic 
were nothing else than an increase of permeability of the tubular wall, the 
concentration of glucose would not be expected to rise. Therefore, if, in 
another experiment, the kidney is perfused from both sides wilh glucose 
Ringer and brings about by its reabsorbing power a continual shift of the 
sugar against an increasing concentration gradient, the rise of glucose 
concentration, reversibly accomplished by phenylur ethane, cannot mean 
aiivlhing else than active transfer; in other words, osmotic work (see, 
further, p. 578). 

However, again similar to the conditions in intestinal absorption of 
glucose (p. 54D), the transfer tr)ward the blood by the activity of the tubular 
epithelia is raised by the administration of Ihyroxine,^”^ and as there are 
reasons to believe that the increase of absorption is not due to a more 
abundant blood circulation, to an enlargement of the active mass of cells, 
to a rise in temperature, etc., and as, further, the increase can be abolished 
by phlorizin, again the transfer can be assumed to be correlated with 
phosphorylation. Rut this interpretation needs more discussion, since it 
has been discovered that phlorizin is able to retard the active transfer of 
substances, which are very unlikely to be phosphorylized (sec pp. 572 and 
617). 

The ahsor'ption of amino-acids . — So far, there is not much known about 
the ways and means enabling the amino-acids to pass the. amphibian 
kidney. This is chiefly due to the fact that difficulties were encountered in 
del(‘rmiiiiiig exactly [by the ninhydrin -reaction) the small amounts of 
these substances, which appear in the secretion. The amino-acids seem to 
resemble glucose in their behavior, viz., glycine, alanine, tyrosine, trypto- 
phan, supplied from the portal vein, do not enter the tubules, whereas, 
after they have been supplied by both routes, the secretion does not contain 

J. J. Eiler, T. L. A. Althausen, and M. StDckliolni, Ainpr. J. Physiid., 140: 639, 1944. 

Rubbius and M. L. Wilhelm, Pfliiger’s Arrh. f. d. ges. Physiol., 232: fifi, 19SM. 
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more than to of the perfusion concentration, the major fraction being 
absorbed. Further, after inactivating the proximal tubules by a narcotic, 
the reabsorption is abolished. On the other hand, phlorizin fails to inhibit 
the absorption of glycine in the kidney, as it fails to do in the intestine 
(p. 548). Corresponding results have been obtained with dogs. 

d. Secretion by Active Transfer . — The word “secretion” will be used 
in the following paragrapli as indicating active transfer in the direction 
blood to lumen. Secretion is usually associated with increase of concen- 
tration, but not necessarily. The analogous term used in the prere^liiig 
paragraph is reabsorption. It indicated active transfer in the direction 
lumen to blood, and, as yet this active transfer seems to be con- 
fined to “valuable” substances, such as sugar, amino-acid, salt, which 
serve in the body as foodstuffs or for osmoregulatory or other specific 
purposes. Whether this biological interpretation of the function, which 
was suggested by the study of intestinal absorption [see p. 550), may be 
generalized, can be decided by determining whether “useless” substances, 
for instance, waste products of metabolism, are also actively reabsorbed in 
the kidney. It is true, urea appears to re-enter the body in the mammalian 
kidney, but probably by passive penetration (p. 573). However, in the 
kidney of Elasmobraiichs, where urea has to fulfil a special osmoregulatory 
function, it undergoes active absorption (p. 573). On the other hand, not 
only compounds such as those produced as metabolic end protlucts, can be 
subject to active secretion, possibly owing to a special adaptation of the 
kidney cells, but numerous foreign substances also liave been found to set 
going the secretory machinery. How this can take place is one of the main 
problems of the following j)aragraph. 

The secretion of dyestuffs . — Previously (p. 55 B) it was explained how 
dyestuffs can be utilized not only to trace the pathways of dissolved sub- 
stances through the amphibian kidney, but also to provide information 
about the functional differentiation of the main segments ol' the nephron 
by comj)aring the color intensity of the perfusion fluid and the secretion 
under various conditions of perfusion; in other words, by mca'iiiring the 
accumulation ratios. However, it must be added that here, as well as in 
the study of other secretory functions, it is advisable to employ acidic dye- 
stuffs instead of basic ones. Basic dyestuffs are the classical “vital stains” 
of Paul Ehrlich, which, due partially to their basic character, partially 
to their lipoid solubility, are admitted to more or less all living cells, whereas 
certain acidic dyestuffs, especially certain sulfonic acid dyestuffs, are 
selected by special cells for active transfer or active uptake, and cannot enter 
after inactivation of these cells (see e. g., pp. BBBft'). To this latter category 
of cells belongs the tubular epithelium of the kidney. There, the appropriate 
acidic dyestuffs, while Vieing transported, in general display a homogeneous 

R. Iliilipr, PflilRcr’s Arch. f. d. ges. Physiol., 233: 181, 1933. 

J. R. Duly, Pror. Hoc*. Expt*r. Riot & Med., 4B: 12.9, 1.941; and J. R. Dcjty and E. 11. 
Eaton, Am. J. Physiol., 133; 262, 1941; R. F. Pitts, ibid., 140: 156, 1943. 
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rather faint coloration of the entire protoplasm. In the earlier investi- 
gations, the effect of perfusion of the kidney with a dyestuff often was 
described as it appeared under the microscope in slices of the excised 
organ. In such jueparations the cells contain deeply colored vacuoles, 
which are mostly artifacts, arising in the dying protoplasm, especially 
after an excessive infusion of (lye. On the basis of these observations the 
long and unproductive discussion referring to the alternative secretion- 
reabsorption has taken place. 

It also has been mentioned previously (p. 556) that the dual dyestuff 
perfusion does not allow a clear-cut differentiation between proximal and 
distal functions. Nevertheless, at least per exclusionem, it can be shown 
that secretory activity mainly is due to the proximal tubules. If one of 
those dyestuffs, which can be concentrated by the kidney, is introduced 
from the aorta only, the portal vein being supplied with Ringer, the secretion 
will be slightly colored, not more, or, at best, little more, than the perfusion 
fluid, although the aortic perfusion not only supplies the glomeruli, but 
spreads around the distal tubules. But the reverse arrangement (aorta 
Ringer, portal vein dyestuff-Ringer) conveying the dye to the capillaries 
around the proximal tubules, is followed by the formation of a markedly 
colored fluid. However, the color intensity under these conditions is found 
to vary greatly, among other reasons, because the amount of glomerular 
fluid, which mixes with the proximal secretion, is a variable factor. The 
following three experimental objects arc free from this complication, and, 
therefore, can provide somewhat more direct eviJence of the tubular activ- 
ity: the aglumerular kidney (p. 568), the excised surviving frog kidney 
(p. 5B7), and the kidney explaiits of the chicken embryo (p. 569). 

The secretion of the sulfonic acid dyestuffs. — The first definite proof 
of a secretory activity of the kidney tubules was given by E. K. Marshall, 
who showed that after a subcutaneous injection of phenol red the 
amount of dyestiift' available in the blood for filtration in the glomeruli at 
a normal rate of blood circulation is too small to account for the amount 
of dyestuff accumulated in the urine. The conclusion was drawn that the 
dyestuff concentration in the urine could not be due to reabsorption of water 
alone. 

More directly, the dyestuff can be proved to be transported through 
the proximal tubules by the method of the dual perfusion with Ringer. 
Upon comparison of a great number of readily diffusible sulfonic acid 
dyestuffs in low concentration, e.g., 0.0DD5 it is evident that some 


J. G. Edwards and E. K. Marshall, Jr., Am. J. Physiid., 7D: 489, 1924', A. N. Richards, 
and J. B. BarnwelJ, rroc. Roy. Soc. B. 1D2: 72, 1927; U. I'haiiihers and G. Ganieron, J. ("l*11. & 
Comp. Physiol., 2: 99, 1932; R. Iloher, iVur/,, B: 117, 1935. 

^^*E. K. Marshall, Jr. and J. L. Virker.s, Bull. Johns Hopkins Hosp., 34; 1, 1923; E. K. 
Marshall, Jr., and M. M. Trane, Am. J. I’hysiol., 7D: 4B5, 1924; see, further, E. Scheminzky, 
Pfluger’s Arch. f. d. ges. Physiol., 221: BH, 1920. 
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of tho dyes are concentrated by the proximal tubules to a greater or smaller 
extent, and others are not.'^® This is especially conspicuous, when from a 
mixture of one specimen of each of these groups of dyestuffs being tested, 
a more or less complete demixture is brought about by the kidney (see pp. 
567, 5B8), In order to answer the question, as to what factors are involved 
in such different behavior, among technical acid dyestuffs, those belonging 
to certain chemical groups have been selected, chiefly azo-, disazo-, tri- 
phenylmethane- and sulfonaphthaleine- comp minds. Among these the 
study of the azo- dyestuffs was found to be most enlightening. 

The fizr)-r///c.s7///r.v. — The basic structure of the azo-dyestuffs is com- 
posed of two ring systems, either benzene or xiaphthalen e, linked 
together by an azo group. To this skeleton there are attached one or 
more sulfonate groujis as well as other radicals, NH 2 , OH, CH3, and others.^*^ 
The greatest bearing upon the physiological behavior of these dyestuffs 
appears to be referable to the sulfonate groups, as indicated by the 
following observations; 

1. Ten benzene-azo-naphthalene mono-sulfonates were studied. They 
appeared accumulateil in the secretion, no matter whether the sulfonate 
was on the benzene or the naphthalene ring. 

2. With 8 benzene-azo-naphthalcne di-vSulfo nates the essential point is 
whether one of the two ring systems carries both sulfonates, or each ring 
system carries one of them. In the first case, the dyestuffs (5) were accu- 
mulated by the kidney, in the second case (3) they were not. 

3. A similar behavior is shown by naphthalene-azo-naphthalene disul- 
fonates. With 5 dyes the attachment of both sulfonates to one of the 
naphthalenes resulted in a marked accumulation, while 4 (out of 5) with 
one sulfonate on each siile were concentrated only very weakly, 

4. The result with tri-sulfonates is irregular. 


fli.striliution to colloidnl soluLion of the hydrophobic or the hydrophilic type (see See. 5, chap. 
1 6). Correspondiiiply, after an (intravenous) injcclion in ample con centration, som p dyes pass 
the glomeruli, others do not; some appear more quickly, some more slowly, in the secretion. 
Tn general, the semicolloidal and colhudal dyes, in contra, st 1 0 thn.se in molecular dispersion, arc 
deposited aft er a time in the form of granules in the proximal epithelia, first in the vicinity of 
the glomeruli, then farther along the tubules, some for a shorter, others for a longer, period. 
This is not a reabsorjjtion in the usual sense and is independent of the essential artivity of the 
kidney (R. llober, Bioeheiii. Ztsehr., 2D; 55, 1.90.0; W. von Mollendorff, Anal. ITefle, 63: 
Heft 1, 1015; P. ficrard and R. Cordier, Biol. Rev., 9: 111), 10.34. See, further, pp. B15ff. 
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225; 104, 1030; R. Hober and P. M. Briscoe- Woolley, J. Oil. & Fomp. Physiol., 15: 35, 1040, 
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sulfonic acid tri-plienyl methanes studied so far (14 specimens) are lipoid 
insoluble. It may be due to these properties that the lliuger perfused frog 
kidney either fails to respond to the presence of the tri-phcnylmethanes, or 
does so less than usually observeil under the conditions of a perfusion 
experiment. Whereas Lhe portal perfusion with the solution of an appropri- 
ate azo-dyestuff as weak as D.l to D.5 mg. per cent (p. 564) is suecceded by 
an accumulation in the excretioin in the corresponding experiments with 
the tri-phenylmethanes the perfusion concentration has to be raised to a 
level 10 times higher or more, in order to cause the appearance of dyestuffs in 
even a low concentration, and this only if the perfused dyestuff possesses 
an aromatic amine in its molecular structure. These observations suggest 
that chemical affinities are invtdved in the secretory uptake, in ^dace of the 
nonpolar-organ ophilie affinities of the azo-dyestuffs (see, further, p. 570). 

Finally, it should be mentioned that there is no better method to 
differentiate between secretory concentration and concentration by reab- 
sorption of water in kidney runetion, than to make use of the tli verse 
qualifications of the sulfonic acid dyestuffs for secretory transfer by per- 
fusing a mixLure of two dyestuffs, whieh differ distinctly from each other. 
For instance, when a frog kidney is perfused from the arlerial and from the 
venous side with Ringer plus O.ff mg. per cent of the lipoid insoluble tri- 
phenylm ethane, cyanol, the secretion shows a trace of blue color correspond- 
ing to a twt)fold concentration, due mainly to reabsorption of water. In a 
second i)eriod of the experiment, with perfusion again from both sides with 
O.ff mg. per cent cyanol in addition to 0.3 mg. per cent azo-fuchsinc I, 
a lipoid insolul)le secretable azo-dyestuff of red color, the secretion shows an 
intensely pinkish red color corresponding to a twentyfold concentration of 
the azo-fuehsine. If only reabsorption of water had taken place, both 
dyestuffs provided at the same concentration to either side of the epithelial 
wall should have been concentrated to the same level. It is obvious that 
the separation of the two diffusible dyestuffs is the result of their different 
secretability.^^^ 

Kidnpy fimcliDU without glomeruli . — ^Thc experiments with azo- and 
tri-phenylm ethane-dyestuffs concerning the secretory properties of the 
proximal tubules are supplemented ainl partially corroborated by the 
observation of preparations, in which the function of the glomeruli is more 
or less excluded. 

a. The excised kidney. Richards and BarnwelF^^ have shown that the 
excised frog kidney, immersed in well-aerated Ringer, retains its activity 
for some time. This is indicated by the facts that, first, after D.Dl to 0.D3 
per cent phenol reil has been added to the Ringer solution, dark-red threads 
appear under the microscope in thelumina of the tubules; second, addition of 


R. libber, rflQger’s Aruh. f. fl. ges. Physiol., 224; 7^2, 1!)30; Liang, ibid., 222: 271, 1929; 
P. SteffanuUi, ibid., 226: 11-8, 1031); see, further, p. 5B8. 
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m/lOD cyanide prevents the accumulation of the dye. Extending these 
observations to other dyestuffs, it is easy to show that the dyestuff's, in 
general, behave just as to be expected frt)m the perfusion experiments, 
provided that one takes into account that, instead of being distributed by 
the blood vessels throughout the entire organ, the dyestuffs enter the 
excised kidney from the surroundings by diffusion across its surface, and 
that, therefore, whatsoever changes may be brought about in the composi- 
tion of the tubular contents by the activity of their walls will not be nullified 
by the fluirl, which normally passes into them from the glomeruli. K-g-? 
the microscopic picture ordinarily appearing after exposure of the excised 
kidney to one of the secretable azo-dyestuffs is that on the dorsal side the 
lumina appear to be filled with more or less intensely colored fluiil, con- 
trasting with the relatively pale epithelial wall, whereas on the ventral side 
the tubules as well as the glomeruli mostly remain colorless. But this 
pattern never becomes visible, when, after an ordinary perfusion with <lye- 
stuff in low concentration, the kidney is excised and examined under the 
microscope, even when the kidney had delivered a secretioii showing a high 
accumulation ratio, because the dyestuff solution, even at such a eonceii- 
tration level, is too pale in the thin lumina to become consj)icuous under 
the microscope. Another factor contributing to the distinctness of the 
microscopic picture in the excised kidney is, that the tubular contents not 
only fail to be diluted loy the glomerular fluid, but, on the contrary, are 
reduced in volume by water reabsorption (see pi>. 558, 5 51). Thus, it 
becomes clear that even those triphenylmcthanc dyes, which were mentioned 
as aj)j)earing in the secretion during a perfusion experiment at best at a very 
low concentration, can produce an excellent dyestuff pattern in an excised 
kidney immersed in the 0.03% solution of a suitable tri-phenylmethano 
(c.g., cyanol),^^^ On the basis of other observations, the conformity of 
the action of the perfused and the excised kidney is immediately obvious. 
Thus, exposing one kidney to a disulfonated azo-dyestuff with the sulfonate 
groups attached to one side of the molecule (e.g., azo-fuchsine I), the other 
kidney to the correspoinling dye with the sulfonates opposing each other 
(azo-fuchsinc G), the characteristic pattern appears with the first and does 
not with the second. Further, the excised kidney, immersed in the violet 
mixture of blue cyanol and red azofuchsine G, separates the two dyes so 
that a blue secretion becomes visible iii the lumina. But, no pattern appears 
in the presence of a narcotic, e.g., phenylurethane or phenylurea. 

b. The aglomerular kidney. Nature has provided the opportunity to 
study some fish with kiilneys lacking or nearly lacking in glomeruli. Atten- 
tion of physiologists has been turned to this iiiaLerial mainly by Marshall 
and Grafflin^^® and by Edwartls.^^® The chief species investigated have 

J. [j. Edwnrds, Am. J. rhysiid., 96: 4.9.S, 11)30. • 

R. Iliiberand P. M. Rrisfoe-Wooley, J. (Vll. St Comp. Physiol., 15 : 03, r940. 
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J. (j. Edwards and L. Condorelli, Am. J. Physiol., BB: 383, 1928. 
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been the goose-fish {Lophius pisr.atoriyji) and the toad-fish [Opsanus tau). 
Their kidneys are composed of blind tubes, the walls of which are formed by 
opithtdial cells, with a brush border resembling the jiroximal tubules of the 
glomerular kidney of other vertebrates. Even anticipating the perme- 
ability of these Lubes toward solutes to be like that of the proximal tubules 
of the frog or any other animal, there remains tlie special problem of water 
transport, since the aortic pressure has been found lower than the secretory 
pressure in the ureter. 

The study of the passage of solutes gave the following results: After 
intramuscular injection, many substances appeareil in the urine of the toad- 
fish : uric acid, creatinine, iodide, the sulfonic acid dyestuff iiiiligii-ejirmiin*, 
and phenol red, the basic dyestuff neutral red, and others. Even more 
instructive are quantitative determinations. 1. Ferroeyanidc, xylose, 
glucose do not appear, whereas they are excreted in the urine of fish with 
ghmierular kidneys. Previously (p. 557), it has been mentioned that 
these subslances alsf) failed to pass the proximal wall of frog tubules in the 
direcLion blood to lumen. 2. The aglomerular kiilney [Lophius) differs 
from th[‘ glomerular kidney in being able to con central e Mg and SO4 thirty 
times anrl even more.^'*^ Provided the l oadfish is hanilletl very carefully, 
esj)eeially avoiding any skin injury, the urine is practically Cd-free^®^ [see 
p. 585). 4. Over a wide range of urea levels in the plasma, the 
concentration in the urine is found to be the same as in the plasma. This 
seems to indicate diffusion probably due to the small molecular volume^®^ 
[see, further, p. 572). 5. The toad-fish kidney is able to concentrate 

jjlieiiol red up to 150 times. Further, after the subcutaneous injection 
of certain diffusible sulfonic acid {izo-dyestuffs, the same microscopic 
picture appears as is seen with excised frog kidney, viz., the lumina of 
numerous tubes are fillet! wiLh color, tlie surrounding epithelial walls 
contrasting in their paleness.^^^ 

c. Explants of the mesonephros of chick embryos. Chambers has 
discovered an excellent procedure to study the function of isolated tubules. 
The mesonephros of an 8 to 10-day thick embryo is cut to pieces, tubules arc 
mechanically separated from their glomeruli and tubular fragments are 
explaiited. Jii growing, the broken ends often become closed and are con- 
verted into cysts by the intake of fluid. Proximal and distal pieces are 
identified by their characteristic epithelial structure, by their greater 
distension due to a larger fluid intake, and especially by the fact that only 

127 R. N. Bicter, Am. J. rhysi‘»l-, 97 : Bfi, U)31. 
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proximal cysts, while embedded in a very dilute solution of phenol red, take 
up the solution and transmit it into the lumen with a MD times higher con- 
centration. If in a cyst of a distal' segment inci deni ally a bit of proximal 
epithelium is included, phenol red will stain only the proximal cells, which 
are thus sharply differentiated from the colorless distals. The color appears 
in the cells in homogeneous solution except under abnormal conditions, 
when cytoplasmic vacuoles are f[)rmed (see p. fllti). Irrespective of tho' 
higher concentration of dyestuff in the cysts, the total molarity of the 
enclosed fluid (withdrawn from the cysts by a micropipette) ^ in other words, 
its osmotic pressure has been found to be about ID per cent lower than that 
of the surrounding fluid, its hydrostatic pressure, i.e., its secretion pressure 
higher. This latter fact corresponds to the aforementioned measure- 
ments of Bieter, regarding the agbjmerular kidney of the toail-fish (p. 5S,0). 
Further properties of thesepreparations will be referred to later (see chap-.^S). 

Secretion of nondyestuffs. Dyestuffs more than any other compounds 
have proved to be appropriate for uliliziiig the amphibian kidney to show 
the functional differentiation of the various segments of a nephron by 
inspecting the pathways of the color and measuring the color strength. 
The sulfonic acid azo-dyestuffs, in particular, have proviiled some inkling 
as to a correlation between the molecular eon figuration of a dye and the 
secretory capacity of the proximal tubules (p. 5f)5). 

These studies suggested investigation of siinjder colorless chemical 
compounds by applying the following methods Breaking the azo bond 
in an azo-dyestuff yields two colorless halves, each of which contains a 
benzene or a naphthalene ring, and at least one of them a sulfonate radical. 
The sulfonated half evidently has a nonpolar-polar, orgaiiophilic-hydrophilic 
composition (chap. 2D). The iiuestion, whether as such it may potentiate a 
secretory transfer, can be solveil by determining whether or not the colorless 
secretion yields a color, after another suitable lialf-iiioleeule of an azo- 
dyestuff has been coupled in a diazoreaction to the substance in question. 
The intensity of the color eventually appearing in the secretion is indicative 
of the accumulation ratio. 

With a fairly great number of amino- and hydroxy-naphthalene mono- 
and di -sulfonates, supplied to the kidney from the renal portal vein, the 
simple result of this procedure has been, that the mono-iiaphtlialene sulfon- 
ates undergo secretory concentration by the proximal tubules, the di-sul- 
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foliates do not. Further, the ainiiio-beiizeiic mono-sulfonates also fail to 
be concentrated. Whether these fijidings may be interpreted as being due 
to the physicochemical character of a nonpolar-polar configuration is 
uncertain. Probably, the result depends upon a balance in the molecules 
between the hydrophilic forces of ihe sulfonate, on one hand, and the 
organ ophilic affinity of a simple benzene or a double naphthalene ring 
[combined with chemical affinities of the various radicals attached to the 
ring system), on the other hand. 

This concept can be substantiated by the following observations: 

1. Certain derivatives of sulfanilamide, NH 2 ’ CGH4 S02Nn2, which as 
such passes the kidney without being aecumulatetl, can be converted into 
organ ophilic-hy dr ophilic substances either by substituting for the sul- 
fonamide group a sulfonate, for instance: 

NH2 CbII 4 SOoNH r jl4SD2NH2-^ NII2 CBII4 SO2NH CbH 4 SOalSIa, 

or a carboxyl grouj), or by attaching to the NII 2 a fatty acid radical, for 
instance : 

NH 2 Cg1I4 SO 2 NH 2 NaOOC CH 2 NH CbH4 S02NH213« 

They are then capable of being concentrated. 

2 . On the background of the experience that an organ ophilic-hy drophilic 
structure is one of the essential factors in kidney activity, new light is 
thrown upon the processes of physiological detoxication. Toxic substances, 
either arising as metabolic products or somehow entering the body, often 
are weak electrolytes and are soluble in lipoids, and for these reasons are 
apt to enter the cells. One customary procedure of the living animal for 
detoxication of these subsLaiiees is their coiijugatioii with relatively strong 
acids, like sulfuric acid, glucuronic acid, and others. This incorporation of 
the poison into a strong electrolyte, in general, results in incapacity to 
penetrate the cells. A second effect is the formation of a hydrophobic- 
hydrophilic cfimpound which can be eliminated by way of the kidney cells 
[indol ^ iiidoxylsulfonate). But, this e[)njugatiDn also occurs with weaker 
acids,' the strength of which is increased by the conjugation so mucdi that 
again the product is highly ionized and acquires an organophilic-hy drophilic 
configuration. E.g., the toxic benzoic acid is conjugated with glycine by 
coupling the benzoyl radical to the NH 2 group. The l■onjug^ll ion product, 
hippuric acid, is a fairly strong electrolyte = 2.3 X 10 “^^) and has an 
organ ophilic-hy dr ophilic structure. Possibly for this reason hippuranc, 
i.e., o-iodohippurate, which is one of the most satisfactory contrast media 
for roenlgeiiiigraphy of the kidney, is found to be eliminated by secretion. 

Still more applied in X-ray testing of kidney function is diodrast, 


R. Hiiber, P. M. Briscoe-Woollpy, J. W. Green, and M. Zirnmermann, .T. Cell. & Comp. 
Physiol., 19: 183, 1342; also, R. Hiiber, Federation Proc., 1: 240, 1.942. 

A, Elsom, P. A. Bott, and E. H. Shiels, Am. J. Physiol., 116: 548, 1,936. 
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3.5-diiodo-4-pyridon-N-acetate, whereas skiodan, another organic iodine 
compound, mono-iDdo-methane-sulfonate, fails to be accumulated in the 
urine. From the structural formulce one possibly can conclude that this 
differential behavior is indicative of a correspondingly stronger or weaker 
polar structure of the molecules. 

Diodrast, furthermore, has been uLilizeil for approaching an important 
physiological problem, viz., in how far the active reabsorptive transfer and 
the active secretory transfer can be paralleled, lly the experimental 
investigation of this problem, new aspects of the transfer mechanism have 
been aroused. For reasons previously mentioned, glucose absorption in 
the intestine and glucose reabsorption in the proximal tubules are assumed 
to need an intermediary pho.sphorylation. This concept is especially 
strongly supported by the inhibitory influence of phlorizin (pp. 548 and 
561). Now, as has been shown by White^'^^ and by Filer, Althausen, and 
Stockholm,^"*^ both the reabsorption of glucose and the secretion of diodrast 
are diminished by phi orizin . But it is highly imj)robable that phosphoryla- 
tion is directly involved in the transfer of diodrast, and another way of 
interpretation has to be lotiked for. This will be discussed later (p. 617). 

e. Urea and Uric Acid , — Attention is now turned to the output of two 
metabolic waste products of special physiological signilicance. In their 
analysis, great difficulties have been encountered, partly due to divergences 
in behavior from genus to genus. Again the main mat erial for study was the 
amphibian kidney. Other investigations will be mentioned later (seep. 578). 

Urea is one of the main organic components of the amphibian urine. 
Its concentration usually surpasses that of the plasma. The percentage in 
the contents of Bowman's capsule and the plasma have been found practi- 
cally equal. But, from the capsule downward, the concentration increases 
along the proximal, and continues to rise along the distal, tubule. Thus, 
the final concentration reaches in Necturus an average value of 2.2, in 
frog of 7.8 times the plasma concentration. In order to determine whether 
these differences are attributable to rcabsor])tion of water or to secretion, 
phlorizinized animals were used, with the result that in Necturus, as well 
as in frogs, the average concentration for glucose was found to be 2.2 times 
the plasma concentration, i.e., the same values as found for urea in Necturus. 
Therefore, the conclusion is drawn that accumulation of urea in Necturus 
may be referred to absorption of water, but in frogs to both water absorption 
and secretion. This conforms to earlier experiments of Marshall, 
comparing urea with xylose, the latter being practically indifferent to the 
tubular cells (p. 575). 

E. M. Landis, K. A. Elsoni, P. A. Bott, and E. H. Shiels, J. (lin. Invest., 15 : 397, 1930, 

H. L. Wliiip, Ainer. J. Physiol., 130: 582, 1919. 

J. J. Eiler, T. L. Althausen, and M. StDfkholiii, Amer. J. Physiol., 149 ; 999, 1944. 

A. M. Walker and K. A. Elsoin, J. Bird. I'hem., 91 : 593, 1931. 

A. M. Walker and 4\L. Hudson, Am. J. Phy.siul., 110: 153, 1937. 

^*®E. K. Marshall, Jr., J, Pdl. & (^onip. Physird., 2; 319, 1932, . 
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In another way, evidence is afforded for an active transfer of urea by 
the frog kidney. Comparing the various urea concentrations in plasma 
to those in urine, it appears that the aeeumulation ratio in general is in an 
inverse relationship to the plasma concentrati[)n The same phenomenon 
has been observed with dyestuffs, e.g., phenol red and other sulfophtha- 
leins,^"^^ and in studies upon other kinds of secretory transfer, e.g., plant 
cells, (see chap. 36), and as such the phenomenon is an argument for assum- 
ing active transfer, which is possibly effectuated by a carrier system (see 
p.577). 

In concluding, it should be made clear that this important metabolite 
urea is subject to most variable modes of distribution. As just mentioned, 
among the amphibia, Necturus and frog show great differences. In mam- 
mals and in some teleosts, absorption— -possibly only as a passive pene- 
tration in the direction lumen blood — is a preponderant factor^*^^ (also 
p. 57D), and in elasmobranchs (dogfish) urea is actively reabsorbed by the 
tubules, apparently in order to participate in the osmotic balance of the 
blood of these animals, which has been known for a long time to contain 2 
to 3 per cent urea, besides a percentage of salt considerably lower than that 
present in sea water. Finally, in the frog kidney, urea can be stored to 
such an extent that its concentration at the dorsal side of the kidney, where 
the proximal tubules are located, by far surpasses the concentration in 
blood and in urine. The nature of the mechanism accounting for the 
storage is unknown. 

TJric acid . — In order tr) stiuly the elimination of uric acid by Lhe amphib- 
ian kidney, 1 to 3 mg. j)er cent uric acid (as lithium urate) are supplied 
to the isolated Ilinger perfused frog kidney cither from the arterial or from 
the venous side.^^^ In the first case, it appears in the secretion 2 to 2.5 
times concentrated; in the second case the average accumulation ratio 
is ID. In the light of previous considerations (p. 564), this is indicative 
of a secretory activity of the proximal tubules. This belief is supported, 
first, by demonstrating that ni/lDOO cyanide, simidtaneously admin- 
istered through the portal vein, reversibly depresses the concentration 
and the amount of urate delivered; second, by determining with a suitable 
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dyestuff, cyanol (see p. 566), that the supply of the urate is mainly confined 
to the proximal tubulesJ^^ 

A similar situation has been found in lizards. After poisoning with 
phlorizin (see p. 561) the perceiilage of glucose and uric aeid in plasma 
and in urine is compared. The aA^erage concentration ratio Tor glucose is 
found to be 3.2, for uric acid 51.4. Rcabsorption of glucose being stopped 
by phlorizin, the ratio of 3.2 indicates the glomerular filtrate to be con- 
centrated 3.2 times by tubular reabsorption of water. It follows that by 
far the most of the uric acid must be eliminated by tubular secretion. 
The fact that in man uric acid is believed to undergo reabsorption will be 
referred to later [p. 579). 

Again, information is needed as to whether the secretability of uric acid 
can be assigned to any of its chemical or physicochemical properties 
As a matter of fact, uric acid and its salts are exceptional in that they have a 
tendency to form colloidal solutions, which readily turn to unstable ultra- 
microscopic and microscopic suspensions. As such they may be stored. 
At least in frog after an intravenous injection, there ap])ear very fine 
precipitations solely in the cells of the proximal tubules, not in the distal 
tubules. 

/. The Plasma Clearance and Tuhniar Fimctioft— So far, chiefly, such 
experiments have been reported as were intended to elucidate the kidney 
function by subjecting this f)rgan to rather artificial and sinijilified con- 
ditions compatible with the living state of the organs of amphibia, i.e., 
by isolating the kidney from the rest of the body anil utilizing its dual supply 
with Ringer solution. Now we turn to experiments upon the kidney in its 
normal functional relationship to all the other organs, especially experiments 
upon the mammalian kidney. Certainly, this procedure is fraught with 
essentially greater technical difficulties, and in order to approach the goal of 
substituting the more qualitative results of the so far described experiments 
with more quantitative ones, it is necessary to keep the animal under certain 
basic conditions. 

The plasma clearaiice^^® is the capacity of the kidney to clear during one 
minute a certain volume of the blood plasma (measureil in cc.) of an excret- 
able substance. The amount of this substance is P X C, if P is its 
concentration in the plasma, C Lhe plasma volume passing through the 


163 P(ji. objections to the assumption that the elimination of uric aeid is due to secretory 
activity, see J. Bonrdley and A. N. Ruhards, J. Biol, ("hem., 101: 108, 1033. 

E. K. Marshall, Jr., I’roc. Sop. Exper. Biol. & Med., 29: 971, 1934. 

B. Lueken, lor. cif. 

^^*See, for the following, H. W. Smith, The Physiology of the Kidney: Oxford University 
Press, New York, 1937. 

The clearance value, in general, is referred to plasma, and nut to whole blood, since it is 
only the plasma which undergoes filtration (or rather ulLrafillration) in the nephrons, and sinee, 
due to the great variations in the distribution of the substances in question between the blood 
corpuscles and the plasma, the concentrations in the whole blood can be far from identical with 
the concentrations in the plasma. 
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glomerular membranes into the nephrons. The same amount of the sub- 
stance reappears within one minute in the urine, provided that in passing 
the nephrons nothing is withdrawn by reabsorption and nothing is added by 
secretion. This amount in the urine equals U X V, if U is its concentration 
and V the volume of the urijie excreted. It follows that UV = PC, or 
C = UVJP, where, under the conditions mentioned, C, irrespective of the 
plasma concentration, has been found to be constant, i.e., the circulatory 
supply of the kidney is constant. Now, if the concentration of an excret- 
ablo substance, after having passed through the glomeruli, is augmented by 
the secretory activity of the tubular walls, the constant C, as calculated from 
the above equation, appears to be increased; if it is diminished by the 
reabsorptive power of the walls, it api)ears decreased. 

Thus, a way is open for deciding whether a substance passing the kidney, 
apart from being filtered, undergoes secretion or reabsorption, by comparing 
the substance with a standard substance, which is neither secreted nor 
absorbed and which is best supplied simultaneously with the substance in 
(juestion. Pr[)bably, there exist many substances suitable for such 
standards. They should cfimply with certain requirements; for instance, 
they should be chemically, physicochemically, and physiologically rather 
inert, they slH)uld have a medium-sized molecule and thus be filterable; and 
others. According to A. N. Richards and II. W. Smith, the starch-like 
])olysaccharide inulin has been proved adequate. Suitable properties have 
l)een found also in mannitol and sorbitol.'®^ Further, in phlorizinized 
animals, in other words, in animals with kidneys disabled for reabsorbing 
sugars (p. 5[)1), glucose, xylose, ami sucrose behave like inulin. All these 
substances, when testetl with the same animal, have led to fairly identical 
clearance values, irrespective of variation of the plasma concentration over 
a fairly wide range. An example using a normal human^^® is given in the 
following tabic: 


Table XL VI. — Initlin CLEAHANrE on Man 


p 

liig./lOl) ee. 

V 

mg./lOD cc. 

V 

cc./inin. 

C 

cc./rriin. 

89 

846 

13 8 

131 

92 

1058 

11.5 

132 

96 

1720 

6.7 

120 

102 

2055 

6.2 

125 

106 

2695 

4.9 

125 




Average 127 


It appears that, with moderately rising plasma concentrations of inulin. 


15B \Y SiiiiLh, N. Finkplstcin, and IT. W. Smith, J. Riol. Thpin., 136: 231, 1.94D. 

15D jj Smith, The Physiology of the Kidney: Oxford l^niversily Press, New York, 1937. 





576 


PASSIVE PENETRATION AND ACTIVE TRANSFER 


[Sec. 8 


P, U rises and V falls, evidently due to water absorption, but C, the ‘‘clear- 
ance value,” is fairly constant (average: 127 cc./min.). 

However, consistent results cannot be obtained in clearance deter- 
minations, unless a certain basal status of the animal is maintained care- 
fully. This means that, during each single experimental period of urine 
collection, the plasma concentration should be ke|)t constant; further, that 
changes of the blood pressure and of the rate of blood supplied to the kidney; 
changes of the water balance and of the composition of the food, should be 
avoided.^®® 



Fig. 61. — Thp plicnul reil inulin clearaiioe ralii» in man in relation to the conctmLratinn 
of phenol red in the plasma. Left, at plasma concentrations below l.l) mg. per cent; right, 
at plasma concentrations above 1.0 mg. per cent. 

As to the effect of a secretory transfer upon the clearance values, the 
results obtained in an experiment with phenol red and inulin simultaneously 
injected into a man, are outlined in Fig. 61. The phenol red clearance, 
compared to the inulin clearance (the horizontal broken line in Fig. 61), in 
terms of phenol red/inulin clearance ratios, surpasses the inulin value 
(equal to 1) by a maximum of 3.5 times, but it is not constant, as is the 
inulin clearance (see Table XLVl). Rather, it falls off above P = I mg. 
per cent, and, with P-values of 1 6 to 26 mg. per cent, approaches the inulin 
clearance figure. This indicates that inulin and phenol red enter the 
nephrons through the glomeruli at the same ratio as in the plasma, but the 
percentage elimination of phenol red by the kidney decreases when its 
absolute concentration in the blood rises beyond 1 mg. per cent. Apparently, 

Ponsult in this rpspert: H. W. Smith, lor. rit.; further, H. W. Smith, II. Phasis, W. 6 old- 
ring, and H. Ranges, J. Clin. Investigation, 17 : 263, 1938; 19: 751, 1940; ,T. S. Shannon, rA al.^ 
km. J. Physiol., 101 : 625, B39, 1932; 192 : 534, 1932; 133 : 752, 1941. 
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above this concentration limit, the mechanism of the secretory transfer has 
reached its maximum capacity, and an additional output, after raising the 
phenol red concentration in the plasma, has no other source than the 
amounts filtered through the gl'iincndi. which are in linear relationship to 
the blood concentration. This behavior is illustrated by Fig. G2, referring 
to the phenol red concentration by the frog kidney.'®^ The total amounts 
of phenol red excreted per unit of time arc plotted against its plasma con- 
centration (curve of dark circles). These amounts are equal to the product 
W (p. 575). Their origin is partially glomerular filtration, partially 



Ficj. Bii. — TliL' pfft'L'i of plasiuii phenol red uonceritraLion on the amount of dye excreted by 
the tuliulfs and the glomeruli of the frog kidney. 

tubular secretion. The amounts supplied by filtration at different plasma 
concentrations (broken line) can be calculated by applying the equation 
UV /P = Hence it becomes clear that, with rising P, the part of the 
total excretion which is due to filtration increases, whereas the part repre- 
senting the transfer by the tubules (curve of open circles) reaches a maxi- 
mum at a plasma concentration of about 5 mg. per cent, but is constant 
beyond that. Obviously, as noted before, there is a maximum capacity of 
the tubular cells to perform active transport, or, apparently, there arc 
intracellular carriers capable of shifting a limited load. The structural 
and physicochemical nature of such carrier systems will be discussed later 

(p. 618). 

Some comment is still necessary concerning the ascending part of the 
curve j)icl iiriiig the tubular transfer. Evidently, this part signifies that, 
starting with P equal to zero, the efficiency of the transferring system 
becomes less and less until the maximum uptake has been reached (at 5 


^“^R. P. Foster, J. Fell. & Fomp. Physiol., 16: 113, 194D. 
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mg. per cent in the experiment in question). In other words, the accumu- 
lation ratio falls off with rising concentration, as has been noted in 
various earlier observations.^®^ It is particularly obvious with active 
systems, where passive penetration by filtration is negligible, for instance, in 
the case of the intestinal absorption of glucose (p. 544) or with certain plant 
tissues (see later, p. 592). 

Correlating the results of experiments on various animals, the ratio 
between active transfer and i)assive filtration has been found to differ 
systematically from species to species. In other words, the tubular function 
can take precedence over, or be subordinate to, the glomerular function. 
The latter may even be negligible, as in the aglomerular fish.^®® As a 
matter of fact, when phenol red is injected into the goose-fish or the toad- 
fish, (p. 5B8) the effect of tubular excretion causes the dye concentration 
in the urine to rise with increasing plasma concentration to a maximum, in a 
manner similar to that shown in Fig. 62 by the curve with open circles. 
But, there is nothing in the picture of the total excretion by the agl oincnilji.r 
kidney, that can be compared to the ascending curve with dark circles, due 
to the additional glomerular filtration. Consequently, it is highly significant 
to the behavior of the aglomerular kidney, that the phenol red concentration 
in the plasma can exceed considerably the maximum concentration in the 
urine, indicating that, except through active transfer, the tubular wall is 
inaccessible to the dye. 

So far, the report about the influence of secretion and rcabsorption upon 
the plasma clearance has been chiefly confined to experiments with phenol 
red, which, from earlier experiments with other methods, was already known 
to be pushed through the tubular wall in the direction blood — > lumen. 
Clearance determinations with some other substances likewise have led to 
conclusions, which more or less coincide with the previous results. It has 
been mentioned before that the differences of the clearance values, before 
and after phlorizin poisoning, indicate that glucose and xylose are reabsorbed 
by the normal kidney, in contrast to inulin, the clearance of which is 
unaffected by the presence of the poison. The same conclusion was 
drawn from frog perfusion experiments (p. 5 51) . Further, according to both 
methods applied to frog (p. 552) and dog, amino-acids seem to be reabsorbed 
by the tubules.^®® With urea a great variety of results was encountered in 
studies upon frog, Necturus, and dogfish, namely, active secretion, indiffer- 
ence, and active reabsorption (p. 572). The clearance method applied to 


E. X. M.irshall, Jr., and M. M. (’^rane, Am. J. Physiol., TO: 465, 1924; F. Sidieminzky, 
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J. A. Shannon, Am. J. Physiol., 112 : 405, 1935; J. A. Shannon and II. W. Smith, J. Clin. 
Invesitlgation, 14; 393, 1935. 

J. R. Doty, Proc. Soc. Exper. Riol. & Med., 4B: 129, 1941; J. R. Doty and A. H. Eaton, 
Am. J. Physiol., 133: 262, 1941. 
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chicken, dog, and man has given evidence of possible reabsorption, but this 
may be better described as a passive escape through diffusion,^®® because of 
the low molecular volume of urea. According to the formerly reported 
results with the frog and the lizard (p. 57^1), uric acid undergoes active 
secretion, but clearance determinations in man^®^ arc interpreted by Smith 
as indicating active reabsorption. 


This section of the book, dealing with passive penetration and active 
transfer in animal and plant tissues, has opened with the analysis of intestinal 
absorption and of urine formation, because this analysis brings up a large 
number of subjects that have to be discussed repeatedly in the following 
chapters of the section; In the performance of their function, both of these 
organs, intestinal mucosa and kidney, must dispose of many diverse sub- 
stances, mixtures of foodstuffs in the one case, mixtures of blood components 
in the other. Both organs are compelled to admit some substances accord- 
ing to certain general physicochemical properties. But, in addition, in the 
intestine, special provision is made for the intake of substances, which are 
necessary for the satisfaction of special metabolic wants; and, in the kidney, 
there are other arrangements, empowering the output of other substances, 
either useless or detrimental to the body. Obviously, it is, at least par- 
tially, due to these selective activities that the rather definite concentration 
levels of the blood fluid, so essential to the constant life of the higher animal, 
are secured. And it is an important problem, as mentioned once before 
[pp. 554, 571), to test whether these teleologically conceivable selective 
capacities can be correlated to certain chemically or pliysicochemically 
understandable affinities between the dissolved substances and the con- 
stituents of the epithelial membranes. 

Now, it is the plan to carry on the functional analysis of other trans- 
porting organs, which are more specialized in their physiological accomplish- 
ments, and correspondingly display an ability to seh^ct diff erent substances 
fur an active transfer, which is more restricted than that of the intestine 
and the kidney in their function of checking the passing substances at one 
of the main inlets and one of the main outlets of the body. According to 
this plan, the FrAlowiiig organs will be studied: 1. the body surfaces of 
animals and the root system of plants; the discussion of their properties will 
raise the question of osmoregulation; 2 , the digestive glands, the salivary 
and the stomach glands, pancreas, and liver; 3. the membranes separating 
the blood fluid and the aqueous humor and the cerebrospinal fluid. 


P. H. Rehberg, Biochein. J,, 20: 461, 1026; D. D. Van Slyke, A. Hiller, and B. K. Miller, 
Am. J. Physiol., 113 : 611, 1935; J. A. Shannon, ibid., 117 : 21)6, 1936; 122 ; 782, 193B. About 
alterations of the clearance values due to water reabsorption in the proximal and in the distal 
tubules, see V. P. Dole, ibid., 139: 5D4, 1943. 

H. Berglund and A. R. Frisk, Acta Med. Skandinav., 66 ; 233, 1935. 
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THE PERMEABILITY OF THE BODY 
SURFACE OF ANIMALS AND PLANTS 

n is obvious that, ill many regards, this discussion will be limited to those 
living objects which normally are in intimate contact with an aqueous 
environment. The problem of natural permeability of th(‘ir surface seems 
to be simplified by the fact that, in general, the permeability to non- 
electrolytes can be neglected, compared to the permeability to water and to 
inorganic ions. The main information regarding animals cannot be acquired 
by another procedure than by studying the properties of the entire animal 
in relation to its aqueous environment. But, then, it must be remembered 
that the permeation of water and electrolytes through the surface may be 
accompanied by the simultaneous intake and output through the intestinal 
tract, the kfdiiey, the gills, and other organs. The amphibia alone provide 
the opyiortunity to iiivesligale the properties of the isolated undamaged 
surviving surface, since in them the skin is only loosely attached to the body 
and, therefore, rather uninfluenced by the processes going on in the interior 
of the body. Concerning the properties of plants, the studies will be 
restrictefl here to the roots, including some functionally comparable systems. 

1, The Osmotic Properties of the Marine Invertebrates. — For a 
long time, the more general concepts about the skin permeability of animals 
living in an aqueous surrounding were derived by Bottazzi, Frederieq, 
J^uval, and others from comparing the osmotic properties of the internal 
environment and the external environment (milieu interne and milieu 
extern e of Claude Bernard). It was stated that, under ordinary conditions 
of life, the two media are approximately isotonic in the case of the marine 
invertebrates and the marine elasmobranchs. In other worths, these animals 
are in osmotic equilibrium with the sea water; i.c., Ai = A,, = 2.0°, whereas 
the body fluid of the marine telet)sts is hypotonic (Ai = about 0.8° to 1.0°) 
and that of the fresh water invertebrates (A; = about 0.1° to 0.8°), the 
fresh water teleosts (Ai = about 0.55°) and the fresh water amphibia 
(Ai = about 0.4°) hypertonic. 

This suggests the belief that inainliiining a difference of osmotic pressure 
of several atmospheres across a thin cell layer, as effected by the marine 
teleosts and by fresh water invertebrates, teleosts, and amphibia, requires 
regulatory arrangements, which may be unnecessary in the other groups. 
In order to test this hypothesis, observations upon the osmotic properties of 
some marine invertebrates may be quoted first. In the Mediterranean 

.5H1 
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Sea (Ao = 2.3°) At dI' the b[)dy fluid of Myiilua edvlis was found to be 2.1*^, 
while in sea water of the Baltic Sea of a certain provenience (Ao = 0.94°) 
it was 0.95°. Similarly, in the North Sea (Ao = 1.7°) A,- of Arenicola 
marina was 1.7°, in water of the Baltic Sea of another provenience (A^ 
= 0.8°) 0.75°.^®*^ These osmotic equilibria in animals living in far-distant 
habitats can be explained as simply being reached cither by the passive 
exchange of solutes or of water, or, possibly, they are rlue to complicatetl 
adjiisLments over a long period of time. However, when, in an acute 
experiment, A plysia^ a marine snail, suddenly is transferred into 75 per cent 
sea water, ihe weight increases wilhin one hour about 25 per cent, and falls 
during the following 6 hours below the original weight, and the body 
approaches a lower osmotic equilibrium.^*^® As will be shown later, this is 
})robably due to nothing more than — as in a eommon osmometer experi- 
ment — an initial rapid osmotic uptake of water, followed by a slower escape 
of solutes. 

But there are other observations on marine invertebrates suggestive of 
the existence of special osmoregulatory processes. When Varvinus maena.? 
(Ai = 1.75°) is transferred from sea water (A^ = 1.4°) to diluted sea water 
(Ao = O.B3°), A,- drops down to 1.3° within 2B hours. But, thereafter, this 
ilifferenee A, — Ao (1.3° — 0.63°) remains constant tlirougliout the sub- 
sequent 15 days. It cannot be inferred that this is caused by the slowness 
of diffusion across the exoskeleton of the crustaceans, because a similar 
reaction is observed with a marine annelid. Nereis diversivolor.^’^^ Pre- 
sumably, those invertebrates, which, living in brackish water, arc subject t[» 
frequent and large concentratioTi changes of the ext carnal cnvirf)nment, are 
especially able to compensate in some way for the fluctuations of the osmotic 
pressure^ (see also j). 584). 

The belief that the aforementioned body weight or volume changes of 
Aplyfiia are attributable to penetration of both water and s[)lutcs is strongly 
supportetl by the exp(‘riments of Bethe, demonstrating particularly the 
passive permeability of the body surface to inorganic and organic com- 
pounds, which appears to be much more widespread than was earlier 
assumed. After Aplysia has been transferred into 3 parts of sea water 
+ 1 part of isotonic sucrose, the weight df)es not remain constant, as might 
be expected, but diminishes progressively, e.g., within 20 hours to about 50 
])Dr cent of its initial value. The reason is that, after the animal has been 
immersed in the mixture, the salt concentration is lower outside than inside. 
Hence, salt leaves by diffusion. As the result of that, the osmotic pressure 
becomes lower inside than outside, and water escapes. When, in an experi- 

r. Sihliept^r, 8ii)l. Rev., 61: 303, 1931). 

A. Del he, J. tien. Physiol.. 13: 437, 1939. 

M. Duval, Aim. Inst. Ocean., Monaco, 23: 233, 1925. 

Schlieper, Ztsihr. vergl. Physiol., 9: 478, 1929. 

Schlieper, lliol. Rev., 6: 399, 1930; A. Bethe, PfiUger’s Arch. f. d. ges. Physiol., 234: 
629, 1.934. 
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ment of this kind, sucrose is replaced by glucose or glycerol, the decrease of 
weight is smaller with glucose and still less with glycerol, as glucose passes 
more easily into the animal than sucrose, and glycerol still more rapidly.’’^ 
More direct evidence of inorganic ions being able to penetrate in one or the 
other direction has been afforded by placing Varernuft and alternately 

in artificial sea water, either I'onlaining the main cations and anions in 
normal concentration, or having a deficiency or a surplus of one of them, 
e.g. Ca.^^'* One of the results is the following: 


Table XLVII. — ('on centra tion of Ca and Mg (mg./cc.) in Blood of Varrinus. Influ- 
ence OF Changing the C-a Conc^entration in the SiTRiioiTNoiNG Media 


External media 

After hours 

1^1 

Mg 

Artificial sea water 

130 

11 58 

D.C2 

Same without Ta 

139 

[) 39 

1) 59 

Artificial sea water 

21.0 

0 71) 

0 59 


It is obvious that in this experiment only (^.a shows a decrease of cf)ii- 
centration in the blood corresponding to the outside deficit. The loss of 
blood Ca often is accompanied by a loss of tonus and of reflex activity. A 
similar shift of ion concentration was obtained with Ca, Mg, and Cl. 

It may be objected that, in experiments like these, the exchange of ions 
[loes not take place across the hard shell, but rather within the intestinal 
tract. However, the same result is obtained after closing the mouth and the 
anus. Direct proof of penetration of the shell has been furnished by cement- 
ing a metal cylinder upon the dorsal side of the carapace and filling it with 
dilute Nal. The iodide ion, which appears in the blood, is believed to pass 
chiefly across the small ‘‘holes’’ of the shells, which are occupied by cutane- 
ous sensory organs. 

By these experiments upon crustaceans and echinoderms, not only the 
penetration of ions across the body surface has been shown to exist, but 
even seemingly to predominate over the water exchange, as followed from 
the slight changes of body weight under aiiisotonic conditions. However, 
this test is fallacious. In reality, e.g., with the animal in dilute sea water, 
the water can enter the body by osmosis but only in an amount equal to that 
of the fluid lost through ejection of jets of gastric juice, urine, and secretion 
of the antennal glands accompanying the increase of hydrostatic pressure 
inside the exoskeleton. This is one manner of osmoregulation under the 
special anatomical conditions of hard-shelled animals. 

So far, one might be led to conclude, from the majority of experimental 

A. Bethe, J. Gen. Physiol., 13: 437, 1930; L. Fredferii-q, Arch, internat. de Physiol., 19: 
309, 1922. 

A, Bethp, PflUger’s Arch. f. d. ges. Physiol., 221 : 444, 1928; 234 : (52.0, 1934. 

E. Berger and A. Bethe, PflUger’s Arch, f . d. ges. Phy.^iol., 22B : 7B9, 1931. 

A. Bethe, E. von Holst, and E. Huf, PflUger’s Arch. f. d. ges. Physiol., 236; 33(1; 1935: 
E. Iluf, iUd., 237; 240, 193B. 
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data referred to, that the body surface of the marine invertebrates is really 
accessible to the components of their external media, like a sponge. But 
this concept is inconsistent with the fact that the percentage of individual 
inorganic ions, found in the blood serum of these animals under naturaJ 
conditions, seems to diverge considerably from their percentage in tlu' 
environment, and to display species-specific differences. Thus, with certain 
crustaceans, the Mg innec'iilage is remarkably lower, the K juTcenlagr 
higher, than in the environment.^’^ This would be incompatible with a 
merely physicochemical viewpoint of passive diffusion and osmosis, but 
could be attributable to physiological ri‘gnlal iini^. which, under the artificial 
conditions of an experiment, could be overshadowed by unusually gross 
effects. In any case, this conflict possibly will be abated by observations 
referred to in the following two paragraphs, which have furnished clear 
evidence that, under fairly normal conditions, a slow active transfer of very 
slight amounts of ions across the body surface can be effectuated by teleosts 
and by amphibia.^’** 

2. The Osmotic Properties of Marine and Fresh Water Teleosts, — 

On the basis of present knowledge, it is believed that a steep and persistent 
concentration gradient between outside and inside is significant of the 
majority of teleosts. Approximate values of the gradient for marine and 
fresh water teleosts are listed in the following table in terms of differences 
of freezing point depressions, of atmospheres of osmotic pressure, and of 
molarities. 


Tablk XLVITl 


Marine teleo.sts 

Fresh water teleosts 

Sea water. . . 

2 3A„ 

28 aim. 

1 U in 1 . 1 . /I 

Fresh water 

flA„ 

0 atm. 

0 mol. /I 

Blood fluid. . 

1 OA, 

12 atm. 

0 54 mol. /I 

Blood fluid 

(1 55A, 

6 . 6 atm. 

0,3 

Gradient 

1 3 

10 

i) 71 

Gradient . 

-0 55 

-6 6 

-0 3 


In general, both classes of fish die a short time after the normal con- 
centration gradient has been changed, with the marine animals by diluting 
the sea water, with the fresh water animals by adding it. But there are 
some observations showing that, if this change of the siirriMiiidiiigs is 
accomplished slowly enough by the gradual addition of more and more water 


A. Bethe and Ft. Berger, PflUger’s Areh. f. d. gea. Physiol., 227 : 571, 1931; A. B. Maral- 
Jum, J. Physiol., 29; 213, 1903. 

It was iiieiitiuiied previously (p. 581) that the marine elasmobranchs resemble the 
marine in vertebral es in that both groups of animals are in approximate osmotic equilibrium 
with their surroundings. But they differ in that with elasmobranchs no more than 40 ti 
50 per rent of the osmotic pressure of their blood fluid is due to salts; the rest is chiefly due 
to urea [p. 673). In this respect, the blood of the elasmobranrhs is c<»mparahle to that of the 
marine teleosts, which is hypotonic to sea water [p, 581). Poncerning the interesting com- 
plex osmoregulatory faculties of this class of animals and the particular role of urea, see 
C. Schlieper, Biol. Rev., 5: 309, 1930; H. W. Smith, Am. J. Physiol., 98; 279, 29li, 1931. 
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□r salts respectively, death can be avoided. This is shown, for instance, by 
the following experiment upon Cyprinus carpio.^’^^ 


Table XLTX. — Adjustment of a Fbesh Wateh Teleost (Pyphinub) td Salt Water 


At, gradually raised to 

At 

Experiment duration, days 

0 1)2 

0 5U 

1) 

D 48 

0 57 

21 

[) 84 

[) 83 

48 

1 1)4 

1 95 

12 


It appears that, with stepwise increase in outside concentration, the 
inside concentration rises and retains the higher level over a long period. 
Obviously, the slow change has stimulated some adjustments, though not an 

||^nl•l:'l L-id.il il l . 

Possibly light may be thrown upon the problems of such a gradual 
adjustment by the following observations upon the marine leleosts Opsanus 
tail (toadfish) and Myoxocephalus,^^^ Under normal conditions, the flow of 
urine is very slow and the urine is free from chloride, the plasma chloride is 
not higher than 150 millimol./l. But even a slight injury of the skin, the 
avoidance of which requires extreme ])recaution, is fcdlowed by an enormous 
rise of urinary flow and of urine chloride (2DD millimol. and more) and by a 
marked increase of plasma chloride, possibly accompanied by increased 
swallowing of sea water. It seems not unlikely that the aforementioned 
adjustment of Vyprinus is due to avoiding sudden changes of the osmotic 
conditions on the body surface, which would be succeeded by damage and 
disruption of the epithelial layers. 


Table L. — Influence of Varying Concentrations of Sea Water upon the Body Juice 

Fuji (lulus 


Sea water 
(in mol. salt/p) 

A s-w. 

A, after 1 day 

Ai after 8 days 

m/2 

2 071 

0.851) 

0 790 

m/4 

1 038 

9.810 

0.829 

m/8 

0.519 

9.780 

0.750 

m/15 

0.285 

0 755 

0.735 

m/32 


9.770 

0.770 

m/B4 


0 755 

0.730 

m/12fl 


0 715 

0 759 


Most distinct osmoregulatory capacities are observed among the tcleosts 
with those species, which, due either to migratory life (eel, salmon) or to 
their living in brackish water, are accustomed to great changes in the 

M. Duvnl, Ann. Inst. Ot-ean., Mcmaro, 23: 233, 132.5. 

A. L. (irafllin. Am. J. Physiol., 97 : 502, 1931; further, see W. E. Garrey, Biol., Bull., 8: 
267, 1905. 
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external nieilia. K.g., the behavior of Fundulus is demonstrated in a well- 
known experiment of liOeb and Wasteiieys.^^^ Fish were distributed in 
various dilutions of sea water and kept in each solution for 8 days. The A 
of the body juice was determined after the first and the eighth days of each 
period with the results shown in Table L. 

It appears, first, that after the first ilay of each period there is only a 
slight change of the internal osmotic pressure; ancl, second, irrespective ‘of 
the hyp ertoni city or hypotonicity of the external media, the internal media 
are kept fairly constant. 

But this result appears only in case the surface of the body remains 
intact. It does not occur when the surface is exposed to an unbalanced 
electrolyte solution (See. 4 and 5), instead of sea water. E.g., when sea 
water is substituted by an isotonic NaTl solution, the fish becomes very 
weak and A of its body juices increases from 0.89° to 1.1 1° after only one and 
one-half hours, indicating an abnormal increase of permeability of the body 
surface. 

Information concerning the location of the osmoregulatory nit^chanisin 
has been provided by experiments upon the eel.^*^^ For various reasons, the 
gills were looked upon as being of prime importance in regulatory activity. 
In an effort to test this hypothesis, the following j)rocedure was applied: 
The head of thv eel was severed from the body and a heart-gill preparation 
established with the lieart, pumping, in a closed system, a constant amount 
of the internal meflium through the gills and returning it through the dorsal 
aorta to the auricle, while in aiiotlier closed circuit the external medium, 
coming from a reservoir, entered the oral cavity and, leaving it by way of the 
branchial apertures, returned to the reservoir. A Ringer-Locke solution 
of suitable concentration was used as internal medium, taking into account 
that for fresh water eels, A of the blood was reported to range from D.5B° 
to [).B3°, for sea water eels from 0.64° to 0.74°. 

The result of analyses of the two media, which control each other, 
leaves no doubt that, in sea water eels, chloride is shifted against the con- 
centration gradient from the perfusion fluid through the gill membrane 
into the sea water, which contains Cl in about three times higher concen- 
tration. This shift seems to increase with increasing Cl concentration in 
the perfusion fluid. With fresh water as the external medium, the gills 
seem to be inactive; they allow water to cuter the perfusion fluid, and a 
surplus of water is believed to be eliminated by the activity of the kidneys, 
which, under these conditions, excrete a large amount of very dilute urine. 

J. LdpIi and TI. Wastenpys, J. Biol, riii'in., 21: '2'23, 1915. 

A. B. Keys, Ztschr. vergl. J’liysiid., 15: 3.52, 364, 1931; Vrar, Hoy. Soe., London, B. 112 : 
184, 1933. 

Ileasoning that the fiinetiDii of ar-tive transfer iif rhlorido ions might be reserved to 
specific structures in the gills, which by a histological invesi igalion could be differentiated from 
the respiratory elements — just as, in the stomach glands, the parietal and the nonparietal cells 
have been distinguished as II LI- and as enzyme-producing units (see p. 599), Keys and Willmer, 
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The heart-gill preparation also has served to expand previous observa- 
tions that a considerable excretion of N-compounds, especially of urea and 
ammonia, takes place^in the gills. H. W. Smith’^’ has fixed fresh water 
teleosts in a two com])artment taiikin such a way that Ihe water '^iirn hi ii ding 
the head and the body can be analyzed sej)arately. It a])pears that the 
branchial output exceeds the urinary excretion by several fold. There is 
no reason in these experiments not to ascribe the urea output to a simple 
diffusion, since the concentration of the blood urea was always found to be 
higher than that in the water around the gills. With the heart-gill prepa- 
ration, considerable amounts oF urea can be detected in the external medium 
only when the internal medium contains urea.^^® 

3. The Osmotic Properties of Amphibia. — The frog, living in fresh 
water (A^ - — [).1°), maintains its internal medium at a level of ~ 0.43.^^^ 
After having been kept dry for a while, resulting in a loss of 25 to 30 per 
cent body weight, the frog regains the lost weight in moist surroundings, 
even when water uptake by mouth is juevented. In water, the weight 
increases progressively after the cloaca has been closed, because the abun- 
dantly excreted urine accumulates in the intestinal tract. If, under such 
conditions, the frog is placed in salt solution instead of water, the increase 
of body weight diminishes with increasing salt concentration and changes to 
a decrease at about 0.8 per cent NaCl. These observations of Overton are 
indicative of a skin permeabilily to water in either direction. There is, 
further, a definite, though low, permeability io dissolverl substances, 
particularly to inorganic ions. This is shown by the fact that after placing 
the frog in KCl sedution, K appears in the urine in considerable amounts, 
but no symptoms of K-intoxication become evident, even in isotonic KCl, 
because the K-level in the blood is kept low by the activity of the kidneys. 
According to Krogh,^®^ frogs living in fresh water suffer continuously a small 
loss of salt through the excretion of large amounts of urine. If no food is 
taken, and if the surrounding water is renewed frequently, or the frog 
sprayed for a long period with distilled water, the stores of body salts are 
depleted and the animal grows weak. lu this state, the skin displays a 
marked absorptive power. From 30 to 50 cc. of jfnnn Ringer’s (B.5 mg. 
per cent NaCl) Cl is completely absorbed within a few hours. This absorp- 
tion is not due to an osmotic inward current of water, for it also takes place 

through studies of the mif'rosfopic picture of the gill epithclia of teleosts, including the eel, 
have discovered, on Ihe bases of the gill leaflets, spp<*ial cells far exceeding in size the pre- 
dominant “respiratory epithclia,” and have discussed the justification for calling them 
“ chloride-secreting cells” (A. 13. Keys and K. N. Willmcr. J. Physiid., 7B : 368, 1.932). 

II. W. Smith, J. Biol, riiein., Bl; 727, 1929. 

A. B. Keys, Ztschr. vergl. Physiol., 16: 364, 1931. 

Overton, Verhandl. d. phys.-mcd‘. Ues., Wurzburg N. F., 36: 295, 1904; further, 
B. Brunacci, PflUger’s Arch. f. d. ges. Physiol., 160: 87, 1913, 

J. K. Parnas, Biochem. Ztschr., 114: 1, 1921; S. J. Przylecki, Arch. Intermit, ile. Physiol., 
10 : 148, 1922; E. E. Adolph, J. Exper. ZooL, 47 : 1, 1927; 49 : 321, 1927. 

A. Krogh, Skandinav. Arch., 76: 60, 1937. 
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in isotonic sugar solution, from which no water is taken up. Br is absorbed 
at the same rate as Cl, but I is not absorbed. Cl is absorbed together with 
Na. This shows the absorption to be an active, transfer by the skin. 
K together with Cl enters only in small amounts compared with Na + Cl, 
Ca docs not enter or does so only slightly.^®® 

The frog skin offers a rare opijortunity to investigate osmoregulatory 
power, since, because of its loose attachment to the bofly, fairly normal 
pieces can be cut out as diaphragms for separating two fluids. In 1892, 
W. Reid^®® began this kind of experiment with the intestinal mucosa (p. 552), 
which repeatedly failed to give definite results, because of the great frailness 
of the mammalian tissue. But he was successful with fresh frog skin in 
showing that tliis membrane, fixed as a diaphragm in a differential osmome- 
ter, the two compartments of which were filled with Ringer solution, 
establishes a hydrostatic pressure difference by shifting the solution from 
outside to inside. This transport also takes place against a hytlrostatic 
pressure of 2 to 4 cm. water established at the bi‘ginning of the experiment. 
But after the skin has been treated with m/19D9 KCN, the transporting 
power is abolished, and, if a marked pressure difference was already estab- 
lished, the application of KCN results in a reversed movement of the fluid 
until the difference has been abolished. These various observations 
provide clear evidence that the experiment of Reid is a demonstration of an 
active transport of water. 

However, beyond this there is an active transport of solutes, as in 
Krogh’s experiments on the whole animal. This has been shown as 
follows: The skin of the two legs is stripped off and the two cyliiidric bags 
are used like vessels of an osmometer. They are filled with measured 
amounts of Ringer, and are dipped in Ringer. In different experiments the 
skin sacs are oriented differently. Either they are useJ as they appear after 
stripping, inside out, or they are used in their natural orientation. Accord- 
ing to the aforementioned observations, these osmometers, turned either 
way, can be expected to shift fluid from the exterior to the interior surface of 
the skin, the two sacs controlling each other. However, when one sac of a 
pair is exposed from both sides to a poison, not only is the shift of fluid 
diminished or stopped, but — as shown in Table LI — the |.i rn ■.! ri. i- of 
Cl in the Ringer solution is changed also. 

It appears that in each of the five experiments the concentration of Cl 
is diminished on the natural outside of the skin; in other words. Cl is shifted 


18“ According to Krogh (Ztsihr. vergl. Physiol., 24: C5G, 1037), the osniotie properties of 
fresh water teleosts are similar to those of the frog. About the fluetuations of the salt content 
in the fresh water invertebrate Astavus, sec P. Herrmann, Ztsehr. vergl. Physiol., 14 : 47.9, 1931 ; 
E. Huf, Pfliiger’s Arch. f. d. gcs. Physiol., 232: 559, 1933. 

E. W. Reid, J. Physiol., 11 : 312, 1899; 2B : 436, 1901; British Med. J., 1 : 323, 1892. 

E. lluf, PflUger’s Arch. f. d. ges. Physiol., 236 : 1, 1935; 238 : 97, 1936. 

1®* E. Huf, Pfliiger’s Arch. f. d. ges. Physiol., 235 : 655, 1935; 237 : 143, 1936- 
S. S. Maxwell, Am. J. Physiol., 32 : 286, 1913. 
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from outside to inside, yielding a higher concentration than that initially 
present on both sides, and this seems to be dependent upon a supply of 
metabolic energy, as can be concluded from the effect of poisoning. KCN 
blocks the oxygen consumption of the skin, bromoacetic acid (which is 
similar to iodoacetic acid) the production of lactic acid, which normally is 
subjected to aerobic breakdown. Therefore (see experiment 5), the con- 
centrating ability of the skin, after having been depressed by bromoacetic 
acid, is improved by the addition of lactate. These results will be discussed 
more in detail at the end of this section (pp. BD7ff). In conclusion, it may 
be added that the accumulation of Cl at the inside of the skin disappears as 
the skin dies. 


Table LI. — Active Tiiansfeb of Cl from Outside the Skin to Inside 
sell (iiicrpB.se nr dpcrpii.sc) of Cl* (— ('1 coni ained inside iLe sac), BrAA = bromoacetic acid 


Kxp. Ill), skin 

Dura- 
tion 
in hrs. 

Skin 

oripnta- 

tion 

Surf a UP 
sq. cm. 

S L’k in 
mg. 
I'l/cc. 

5 L'K in 
per cent 

1. Nujmison 

15 

Turned 

10.7 

-1.20 

-100.0 

K(^N 0.01)1 III. 



9.3 

-0.01 

- 1) 8 

2. Nnpni.son 

15 

Natural 

11. U 

-f-O 44 

-hioo. 0 

BrAA 0.00.36 in. 




-f0.02 

-1-4 5 

3. No poisrjii 

4 

Turned 

10.3 

-0 36 

-100 D 

BrAA 0.0014 m. 



10.3 

-0 15 

- 41 7 

4. No poison 

4 

Turned 

10.7 

-0.37 

-100 0 

BrAA 



10 .9 

-0 16 

- 43.3 

5. AftLT BrAA lartiile 

4 

Turned 

10 9 

-0.3B 

-100 0 

no laet. 



10 1 

-0.10 

- 26 3 


The problem concerning the location of the activity will be referred to 
later (pp. 62HfT). 

4. Irreciprocal Permeability of the Frog Skin. — Before the active 
transfer of dissolvetl substances directed across the frog skin from outside 
to inside was discovered, a preferential unidirectional passive movement of 
solutes, as well as of solvents, had been observed and analyzed in many 
studies. This ‘‘irreciprocal permeability” is due to various factors, which 
logether result in some kind of asymmetrical composition of the skin, that, 
in the first place, is structural in nature; i.e., the skin is built up by a number 
of strata (sec also p. 1319). These are 1. different in their chemical compo- 
sition and, for this reason, can react specifically with the penetrating sub- 
stances. Especially do they differ in jiR. 2. They are solvents of greater 
or lesser dissolving power toward the substances. This will result in the 
formation, inside the skin, of diffusion gradients of different steepness, 
and even of different direction. 3. Their mechanical resistance to the 
entrance of various components of the solution differs and can vary insofar 


ITufj Biopheiii. Ztsihr., 280; HR, l.RSfi. 
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as, e.g., the same electrolyte solution can alter only the inside or the outside 
of the skin. 4. They are built up by colloids of various nature which, 
e.g., under the influence of the same ions, will either swell or shrink. All 
these factors can influence each other in such a way that diffusion or osmosis 
across the skin is directed either inside-outside or outside-insiclc.^“® 

5. Active Transfer in Some Plant Tissues.— The general picture 
re|)reNi‘nl ing the fundamental properties of the plasma membrane in 
allowing j)assive entrance ()f organic comj)ounds into the cells has been 
outlined mainly on the basis of experimental studies of plant tissues by two 
botanists, Overtoil,^®® and Chdlander;^*^’^ [see also chap. 10). In this 
picture, the plasma membrane is shown to act partly as an organic solvent 
and partly as a molecular sieve. However, it was also recognized, very 
early, that upon such a stable framework there must be superimposed 
dynamic devices able to bring about the complex mixture of substances 
making up the intracellular contents. This was most obvious in studies of 
inorganic ions, peiietratioii of which cannot be accounted for without 
assuming that the concentration gradients, varying in steepness as well as 
in direction (p. 244), are the result of driving forces, regardless of the very 
common experience that inorganic ions, when stuilied by osmotic, chemical, 
or electrical methods, do not disjday, or hardly display, an ability to pass the 
surface of the plant cells. Hut during the last two decades it became more 
and more clear that this bewil tiering discrepancy, which is most obvious in 
plant cells, rests upon the two facts: first, that indeed the rate of <liffusion 
of ions in either direction across the protoplasmic wall is ])racLically zero; 
and, second, that iiidej)endcnt processes, unlike diffusion, establishing an 
unbalance, also go on with great slowness, and, even at all, only provided a 
sufficient supply of energy can be furnished by the cell, in order to start the 
specific machineries in one or the other direction. In the earlier perme- 
ability studies, measurements were made mostly by observing rates of 
plasmolysis (or deplasmolysis) with single cells, or with a small number of 
cells, by observing conductivities, or applying chemical and spectroscopic 
methods in experiments frequently too short in duration, and dealing with 
too limited amounts of material, to allow the detection of small changes in 
concentration and compositit)n. Great progress in this field is due to F. C. 
Steward and W. R. Iloagland, who have developed methods for the utili- 
zation of large quantities of plant tissue, which, if properly prepareil, gives a 
homogeneous material suitable for observatioji over a considerable period 


i!i6 Spp E. Werthcinipr, Pflilper’s Arth. f. d. ges. PhysioJ., 199: 383, 1923; 20D: 82, 354, 1923, 
201: 488, 591, 1.923; 203: 52 4, 1924; 205: 192, 1924; 2DB: 999, 1925; V. Hauer, ibid., 209: 3D1, 
1925; Przylpcki, Arch. Internat. dp Physiol., 20: 144, 1922; 23; 97, 1924; R. Mond, PfiUger’s 
Anh- f. d, ges. Physiid., 205: 172, 1924; K. Ansuin, ibid., 225: 497, 1,930; E. E. Adnlph, Am. J. 
Physiol., 95: 587, 1930; E. Huf, Protoplasmu, 26: 014, 1936; A. E. Eckstein, Pfliiger’s Arth. 
f. d. ges. Physiol., 237; 125, 1939. 

E. Overton, Vierljpljahrssi hrift Naturforsch. Ges. in Zurich, 40: 1, 1895; 44: 88, 1899. 
^”^R. Collander and H. Harlund, Acta Hot. Fenn., 11: 1933. 



rhap. 3fil 


THE PERMEABILITY OF THE BODY SURFACE 


591 


of Young roots or storage organs are placed in weak solutions of 

certain salts which can serve as an adequate medium, since under normal 
living conditions in the soil, these organs also are in contact with such 
sfdutions in small amounts, serving as a source for their ionic needs. Insofar 
they may be compared to the fresh water amphibia and tcleosts described 
in this Sec., pp. 584 and 587. 

Methods. Storage organs which have been found useful are carrots, 
artichokes, turnips, dahlias, and especially potatoes. A great number of 
discs of these organs, 1 to 0.75 mm. in thickness, are placed in water and are 
well aerated for several days. By this treatment the dormant starch- 
tilled cells become more and nnjre depleted of starch, their slow respiration 
rises, protoplasma streaming becomes visible, and, accompanied by the 
revived aerobic metabolism, salts, which in low concentration are adrled to 
the water, pass across the thin protoplasmic wall, and are accumulated in 
the cell sap. Roots have been used in the following way:^““ Seedlings of 
barley arc grown in diluted nutrient solulion. Thereafter, in order to 
avoid complications arising from interrelation l)etweeii root and shoot, the 
roots are excised and are kept well aerated for about 10 hours in the experi- 
mental salt solution. 

The result of these treatments can be determined by freezing and 
thawing the lots of either discs or roots, pressing them and analyzing the 
fluid for mineral content. This procedure has been proved to yield fairly 
uncontaminated vacuolar sap.^“^ 

Since it is rather generally agreed that from equivalent solutions the 
cations mostly are absorbed at a rate decreasing in the series K > Na > Ca, 
Mg, the anions in the series NO 3 > Cl > SO4, most experiments reg.-inling 
absorption have been performed with XNO3 and KCl. In many experi- 
ments it has been found useful tt) substitute for Cl the near-related Br, 
eventually also Rb for K, in order to secure conclusions by employing 
nontoxic ions, not initially present in the cells. 

Results. Through experiments of this kind it has been found that, 
starting with very dilute solutions, cations and anions enter the cell with 
rising concentration against their gradients, but in such a way that the 
accumulation ratio is higher, when the tissue is exposed to lower concentra- 
tions. This is shown in the fj)llowing table concerning the absorption of 
KBr by carrot discs from solutions varying 1[)0 times in strength. 

Concerning stu[Ue9 on single cells, particularly on giant cells like Valoniay Nitella, Char a 
with respect to active transfer and passive penetration of inorganic ions, as described by 
Clsterhout, S. C. Brooks, D. R. Hoagland and Davis, R. f'ollandcr, and others, see chap. 11 
and 21. 

IB® F. C. Stewart, Protoplasm, 15 : 2.9, 497, 1.932; 15 : 57B, 1932; 17 : 43R, 1932; IB : 208. 1933; 
for earlier work on storage organs see A. Nathausoliii, Jahrb. Wiss. Bot. 38 : 241, 1903; 39 ; 607, 
1904; 40 : 403, 1904; W, Stiles and F. Kidd, Proc. Ry. Soc., London, B. 90 : 448, 487, 1919. 

D. R. Hoagland and T. C. Broyer, Plant Physiol., 11: 471, 193B; D. R. Hoagland, Bot. 
Rev., 3 : 307, 1937. 

C. Broyer, Bot. Rev., 6: 531, 1939. 
r. Steward, Protoplasma, 16: 29, 1932. 
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Table LII. — Cahbdt Discs in EBr Solutions. Time 69.5 Hours 


External enne. 

Ein-T,! internal eonc. 

Aceiiinulatinn 

X 10 “ 

X ID'' 

ratio 

20.0 

68 1 

3.41 

2.0 

14.4 

7 22 

0.2 

2 49 

12 45 


This accumulation cannot be referred to binding forces, since the analytical 
results and the measurements of electrical conductivity of the sap are in 
fairly good agreement. The maximum value in this experiment is relatively 
small. With barley roots exposed to very dilute solutions, accumulation 
ratios, which are even in excess of 1,000, have been reached. The lower 
values, observed with discs of storage tissue, are dependent upf)n the thick- 
ness of the slices as well as upon other factors. The thinner the discs, the 
greater is the accumulation. During the aforementioned long preliminary 
aeration of the discs, .n l■"l•llinL■. to microscopic evidence, only the outermost 
layers of the initially dormant cells arc reactivated, i.e., for potato a layer 
of about three cells, equal to 0.35 mm. thickness, whereas the discs ordi- 
narily employed were about 0.75 mm. and more in thickness. 

The vitality of the accumulating power can bo proved in many ways: 
first, by taking advantage of the fact that it is intimately connecteil with 
the metabolic activity, or, better, with the aerobic respiration. This is 
illustrated by the following table 


Table LIU. — Reversible Effect on Salt Accumulation in Roots of Passing Nitrogen 

Through Solution 


Pondition 

Increase of cone, in 
sap (niillicquiv./l) 

Pn 2 production 
(lug./p. tissue/ 


K 

Br 

hour) 

6 Hours in air 

31 6 

26.0 

0.422 

6 Hou*''* in N 2 - ... 

— 0 8 

3 3 

0 213 

6 Additional himrs in air 

23 5 

17.3 

0.32L) 


It appears that the transfer of K and Br, which is high in air, falls off 
markedly in Ns, but is restored in a following period of air treatment. 
The table further shows that C 02-production, which is a regular indicator of 
aerobic respiration of an active organ, fails to display a deep decline in N 2 , 
proving that the active transfer needs O 2 and that anaerobic CO 2 production 
apparently is not involved in this function. Correspondingly, m./5t)0 to 
m./20DO KCN, which depresses O 2 consumption more than CD 2 production, 
is an effective and reversible inhibitor of the uptake of K and But 

D. R. Hoagland and T. C. Broyer, Plant Physiol., 11 ; 471, 1936. 

D. R. Hoagland and T. C. Broyer, J. Gen. Physiol., 25: 865, 1942. 





Chap. SB] 


THE PERMEABTEITY OF THE BODY BTIRFAPE 


593 


even the retention of salt, which has been already accumulated, is insured 
only in the presence of 02.^“® Finally, it is particularly interesting that 
anaerobically (N 2 ) very little K anti Br enter the roots, even though a 
marked inward gradient exists for ihese ions, whereas aerobically both of 
them are not only absorbeJ, but even accumulated to a higher concen- 
tration than that of the relatively strong external concentration.^'^'’ 

Evidence from many experiments has bt^en obtained that the accumu- 
lating process usually has a more complicated as])ect than so far described. 
In the plant tissues, Sieward-'^^ has rlifferentiated* between “primary” 



Hours 

Fig. 03. — Ttip effer-t of Lime on the absor])iioii of Rb and Br by potato rlises. 


absorption and “induced” absorption. The first is Llefined as an uptake, 
where cation and anion simultaneously, in equivalent amounts, enter the 
cell sap; whereas, in induced absorption, external and internal mcLlia 
influence (»ach other by an exchange of their different components, the net 
effect being an increase of the salt content. This exchange appears in 
various forms. For example, from a solution of KiiS 04 a greater amount 
of K is removed than SO4, with the result that the external solution becomes 
acid by an exchange of internal H for K, while, from a solution of Ca(N 03 ) 2 , 
more NO3 enters the cell than Ca, and this causes alkalinity by the escape 
of HCO3. The amount of such exchange depends on various circumstances, 
for example, on the metabolic activity determining the magnitude of active 
transfer, or on the concentration of e.xclijuigeabh* ions accumulated during 
the period of growth (“high salt” and “low salt” roots), or on the existing 

also, F. C. Steward, Proioplasma, IB: 208, 1933. 

About the diflFcrentialion liptwcen accumulation of Rb in the protoplasmic mantle and 
in the cell sap of Valonia and Niiella see the studies of S. il. Rrooks (Sec. 5, p. 345). 

y. V. Steward, Tr. Faraday Soe., 33 : 199B, 1937; F. V. Steward and G. Preston, Plant 
Physiol., IB: 2.S, 1.949. 

W. Stiles and F. Kidd, Proc. Roy. Soc., London, B. 90 : 448, 487, 1919; D. R. Hoaglaiid, 
Univ. of California Agr. Exper. Sta., 12: 1923; S. V-. Brooks, Protoplasma, 8; 389, 1929; I). 11. 
Hoagland and T. C. Broyer, Am. J. Bot., 27 : 173, 1949. 
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yH accounting for the metabolic production of exchangeable organic acids, 
and other factors. 

H owever, these various factors, which obscure more or less the clear 
effect of primary absorption, acquire a greater significance mainly when the 
• ' .:i- ■ :■ ■■ ■ "the tissues has subsided or has iu)t yet fully developed, 

whereas the primary absorption, unmixed with the jjassive exchange, is most 
conspicuous in vigorously respiring and growing systems. Examples of 
such active transfer of cation and anion in equivalent amounts have been 
obtained with various objects. An example n gjirdiiig Itb Br, presented 
to potato discs, is shown in Fig. 63.-^“ The uptake oi the ions was followed 
through a period of about 100 hours. It is evirlent that, in the period 21 
hours to 9B hours, the absorption of anions and cations is in a])i)r[)ximately 
equal amounts. During the first 21 hours, before samples for the analysis 
are collected, by some manner of induced absorption Itb must have enteriMl 
with greater rapidity, while for Br there is a period f)f lag of very slow 
absorption.^^^ 

In conclusion, it should be emphasized that tlie essential features of the 
active transfer in plant tissues strikingly resemble active transfer in animal 
tissues. As to the transfer of salts, the simultaneous absorption of cation 
(Na) and anion (Cl) by the kidney epithelium, allln)iigh not strictly })roven, 
can hardly be doubted, since NaCl, after being filtered through the glomeru- 
lar membrane into the Bowman capsule, disapj^ears completely during 
passage down the tubules (p. 559). The same tyi)e of active absorj)ti[)n 
of Na and Cl ions is effective in the frog skin (j). 588), whereas, in 'the 
intestine, this kind of shift appears dimmed, due to Ihe greater importance 
nf passive diffusion in the penetration of this membrane. Another point 
of similarity regards the inverse relationship between Ihe outside concen- 
tration and the accumulation ratio |p. 592). This relationship was found 
very conspicuous in the kidney in the secretion of urea and of ilyestuffs 
(p. 573) and will be found in the secretion of dyestuffs by the liver [j). GOT). 
This has led to the assumption of carriers being involved in the transport 
into and across the cells, and being differentiated to accept oidy specific 
loads, and these only up to a maximum amount. Whether such a hypothe- 
sis will suit also the conditions observed in plant tissues awaits further 
investigation. 

See, for instanre, F. C. Steward and W. E. Derry, J. Exper. DioL, 11: 1, 1934; W. E. 
Berry and F. C. Steward, Ann. of Dot., 4B : 1, 1936. 

““F. C. Steward and Harrison, Ann. of Dot., N.S., 3: 4''i7, 193.9. 

Tonrerning controversial viewpoints, stres.siiig lliat the :il)Morplii)ii of anions is asso- 
ciated with increase of aerobic metabolism, which releases anion aceuinulation, and that the 
accumulation of cations is brought about only indirectly by the anion stimulated respiration, 
see H. Lundegardh, Biochem. Ztsch., 261: S35, 1933; 29D: 194, 1937. 
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As has been innilioiied before, f[)CTissiii^ in this section our chief interest 
upon active transfer across layers of living cells, we have seen that intestinal 
and kiflney membranes are most versatile in performing this kind of work, 
ill contrast to the body surface of animals and plants, which appears to be 
niueli more specialized in transporting ability to inorganic ions. The 
latter behavior is likewise characteristic of the digestive glands. Defin- 
ing digestion as a process which ])erfornis or supports the chemical break- 
down of foodstuffs, the digestive glands comprise mainly salivary glands, 
stomach mucosa, pancreas, and intestinal mucosa. The chemical break- 
down is brought about in the first plaee by specific intracellular products, 
the enzymes, which, in general, appear to be included in granules. The dis- 
charge of these contents is dependent upon innervation. But very little 
knowledge about this acconiplishmeiit has been made available by physio- 
higical study. What is known is mostly morphological in nature, such 
as details of the microscopic structure of the secretory cells, displayed by the 
living as well as by the preserved materials. However, the process of 
the formation of the digestive juices, i.e., mainly saliva, gastric juice, pan- 
creatic juice, ami the composition of these fluids as compared to their 
source, the filood plasma, is accessible to physiological experiment, which is 
chiefly concerned with studying the "‘ultrafiltrate” of the juices, i.e., 
neglecting the colloidal substances, which are mainly the enzymes, but 
stressing the elucidation of the forces involved in the segregation of the 
fluids. There is only one more glandular secretion participating in the 
digestive processes, the bile, which stands apart, first, because of its lack of 
enzymes; second, because of the content of special characteristic organic 
compounds in great amounts, namely, the bile salts and bile pigments; third, 
because its discharge is iiiflependeiit of innervation. 

1. The Foniialion of the Salivary Fluid. — Disregarding the colloidal 
com])nnents of the saliva (enzymes, proteins, mucin), the salivary fluid is 
mainly a very dilute solution of inorganic salts, to which, in relation to the 
degree of activity, varying small amounts of lactic acid, phosphate, and other 
substances arc added as split jiroducts of glycogen aiul phosphocrcatine.^^^ 

Ilowcver, llie iiiRi'ii part of these iiiet.'ibrililea leaves the ghind with the venous blood. 
Conc’crniiig the iiielabolisiii of the salivary glands, sec: M, Bergonzi Hud V. Bolcato, Arch. Shc. 

m 
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Ordinarily, saliva is decidedly hypotonic to the blood plasma, and, 
accordingly, chemical energy is spent in order to perform the necessary 
osmotic work. The freezing point is found to vary in a wide range and is 
correlated to the species, to the kind of gland (submaxillary, parotid), to 
the height of glandular activity, and to the kind of innervation (sympathetic, 
parasympathetic). Frequently, A of submaxillary saliva is found as low 
as 0.1° to 0.25°.213 

The ionic composition of the salivary fluid is different from that of the 
blood serum. Most striking is the surplus of K in the saliva, and the ash 
of saliva shows an exceedingly high percentage of K. It may be asked 
whether the ionic composition is the result of some kind of selective perme- 
ation. Another possibility would be tliat the source of the K-surplus is the 
protoplasma of the cells, which, ili'eliari:ii!i; their granular contents through 
their inner surfaces into the lumens, could lose some K. 

Referring to the first alternative, the permeability of the salivary glanil 
has been studied in different ways, either in experiments on the total animal 
(rabbits), or on the isolated submaxillary gland (cat) artificially perfused 
with hemoglobin-Riiiger."^® In either jjrocedure, various substances were 
added to the circulating fluid and the saliva produced after electric stimu- 
lation of the chonla was analyzed. The results obtained bear upon 1, 
organic non electrolytes, selected with regard either to their molecular size 
Or to their lipoid solubility; 2. dyestuffs; S. inorganic electrolytes. 

a). Organic nonelectrolytes , — Among these non electrolytes, neither tli- 
saccharides [MV = 348] nor hexoses (glucose, galactose, fructose) [183] 
are apt to enter the saliva, but the triose dioxyaeeton [89] does.^^^ Aspara- 
giii [170 cff.], alanin [150 eff.] glycine [110 eff.],^^^ and malonamide [104] 
either do not penetrate, or only slightly, while propionaniide [91] and 
particularly acetamide [59] pass with case. When malonamide [104] is com- 
pared with butyramide [113] and dimethylurea [103], the molecular volumes 
of these three compounds being about the same, butyramide and dimethyl- 
urea are found to enter the saliva in a considerably greater amount than 


Sc. Med. ct Montpellier, 14: 573, 10.30; IB: 1931; R. Ferrari and R. Hliber, Pfliiger’s 

Arch. f. d. gos. Physiol., 232: 299, 1933; D. Northrop, Am. J. Physiol., 114: 4B, 1935; J. H. 
Wills, i/nV., 13B: 1B4, 1941. 

R. Roscjriann, Handb. d. norm. ii. pathol. Physiol., voL 3: 818: Springer, Rerlin, 1927. 
R. Rosemann, Inc. cit.; M. J. flregcrsen and E. N. Ingalls, Am. J. Physiol., 98 : 411, 1931; 
E. J. de Beer and I). W. Wilson, J. Biol. Fhem., 96 ; 671, 1.932. 

L. Asher, Biochein. Ztschr., 14: 1, 1998; J. N. Langley and H. M. Fletcher, Phil. Tr. 
Roy. Soc., B. IBO: 199, 1889. 

R. W. Amberson and R. Hriber, J. Cell. & Comp. Physiol., 2: 291, 1932; F. Schmengler, 
Pfliiger’s Areh. f. d. gps. Physiol., 234 ; 351, 1931. 

21 Amberson and IJdber, loc. cit.: J. .leangrns, Binehem. Ztsehr., 200; 367, 1928. 

218 “Kff.” nicans “effertive” and indirates the inolerular volume of the aminn-aeids, due to 
their dipfde ehararter, to be larger than the ealculaled voluiiic. See F. Srhmengler, PflUger’s 
Areh. f. d. ges. Physiol., 232: 591, 1933; R. Hiiber and J. libber, J. Cell. & Comp. Physiol., 10: 
491, 1037. 
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mal on amide. This is very likely to be due to the influence of their lipoid 
solubility, obliterating the influence of the molecular volume. One irregu- 
larity has been observed in the j)erfusion experiments, which so far cannot be 
accounled for; urea passes markedly more slowly than acetamide, allliougli 
they resemble each other in Iheir small molecular volume and in their lipoid 
insolubility. It may be recalled that also in other rcgarils experiments with 
urea turned out to give unexpectetl results (p. 572). 

6). Dyestuffs . — Three acidic dyestuffs, which have been tested, indigo- 
carmine, fluorescein and erythrosin, do not pass into the saliva. 

c). Inorganic ions . — The behavior of the inorganic ions is particularly 
pertinent to this subject. With regard to anions it hiis been stated that, 
after intravenous injection, sulfate, phosphate, and ferrocyanide fail to 
enter the saliva. Further, the low A values of 0.1° to 0.25° arc enough 
proof that, at least under certain conditions (see p. 598), Cl docs not pass 
readily. Only iodide was found in the parotid saliva after an intravenous 
injection of 20 mg. Nal per kg. It appeared 7 times conceiitrated.^^^ 
Regarding the cations, there are data^-^ indicating that '‘at rest’^ K and 
Na are predominant over Ca and Mg. This order is corresponding to what 
has been observed with the intestine (pp. 536ff), with the frog skin (p. 588), 
and with plant tissues, and taking into consideration that sugars and amino- 
acids do not pass, and that saliva, in general, is markedly hypotonic to 
serum, one may say that the salivary gland often behaves as though very 
little permeable to solutes. 


Table LIV — Na and K in Submaxillabt Saliva (Dog) Duhing Rest and Attion of the 

(iLAND 


r.land 

Saliva 

Serum 

Millierjuiv./l 

Mg. per rent 

Milliequiv./l 

Mg. per rent 

Resting N a . . 

19 

23 

146 

336 

Resting K 

19 to 20 

39 to 78 

5 

29 

Active Na 

89 

184 

14C 

339 

Active K 

10 to 20 

39 to 78 

5 

20 


However, it is important to notice that this picture changes somewhat, 
when the glands are thrown into greater activity by any kiiul [)f stimulation. 
According to the old observations of Heidenhain,’^* the salt content of the 
saliva is raised by raising the glandular activity, and even may approach 

H. Mathys. BioL'hem. Ztsr-lir., 234: 419, 1931. 

J. N. Langlpy and H. M. Fletcher, Philos. Tr. Roy. Soe., B, IBO: 109, 18H9; L. Asher, 
Biochem. Ztschr., 14: 1, 1908. 

W. Lipschitz, Arch. f. Exper. Path. u. Pharmakol. 147: 142, 1929. 

See H. Rpsemann, Handb. Ntirm. und Pathol. Physiol., vol. 3: 818; Springer, Berlin, 
1926; G. W. Chirk and J. S. Shell, Dental Cosmos, 69: 599, B95, 1927. 

R. lleidcnhain, PflUger’s Arch. f. d. ges. Physiol., 17 : 1, 1878. 
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isotonicity. For instance, the NaCl percentage in the chorda-saliva of the 
submaxillary gland (dog), as calculated from the Cl values, can increase 
from D.19 per cent to 0.55 per cent, with 0.7 per rent in the serum, and 
these results arc complemented by figures for Na and K, present eil in 
table L1V.'25 

It appears, first, that during rest there is slightly more K in the saliva 
than Na, but that during activity Na prevails hy far; secrnid, that during 
activity Na is increased 8 limes, whereas K remains unchanged. This 
suggests that the output of Na salt and the output of K salt are somehow 
independent processes. Perhaps this can be interprct(‘d as an increase of 
permeability of the activated gland cells in such a way that NaCl, which is 
present in the serum in a paramount concentration, and is pre})onderant in 
the serum even during great activity (see Table enters! he cells, 

together with water, across their outer surface, and passes into the secretion, 
while K may continuously leave the cells through their inner surface as 
wcar-an d-tear product of the protoplasm. In order to test a concept like 
this, the reappearance in the saliva of Rb, Ca, and Mg, of SO4 and IIPD4, 
presented in varying concentrations to the resting and to the active glanil 
from the circulating fluid, should be studied.^'^’^ 

It has been mentioned before (p. 595) that during stimulation lactic 
acid and inorganic phosphate apj)car (in great amount) in the blood, and 
eventually in the saliva as split proilucls of glycogen and phosphocreatinc. 
After poisoning the isolated heinoglidnii-Ringer perfused subniaxillary 
gland with cyanide, the discharge of lactic acid and phosphate into lhi‘ 
perfusion fluid is increased; after iodoacetate, that of lactic acid decreased, 
of phosphate increased. These effects of poisoning are assr)ciated with 
concentration changes of the ionic output into the saliva; the release of 
Cl is reversibly raised, and, under these conditions, K likewise is set free 
reversibly and in a great amount, even so much so that it seems to surpass 
the concentration in the perfusion fluid. This would be indicative of a 
heavy, though reversible, h)ss of intracellular K. 

From the above, the following fragmentary picture of the process of the 
secretion of salivary fluid may be drawn: the essential work to be done is 
the segregation of water from the blood fluid, serving the purpose of wetting, 

224 M. Werther, PflUger’s Arch. f. d. gcs. Physiol., 38; 188(). 

225 M. I. Gregersen and E. N. Ingalls, Am. J. Physiol., 98: 441, 1931. 

225 But, see also J. H. Wills, and W. O. Fcnn, Am. J. Physiol., 124: 1938; further, G. 0. 

Langstroth, D. R. McRae, and G. W. Htavraky, Pnic. Roy. Soe., London, B, 126; 33.5, 1.938. 

227 According to Hebb and Stavraky (Quart. J. Exper. Physiol., 26; 141, 1036), the sub- 
maxillary gland, which during stimulation of the chorda or of the syinpathelic nerves remains 
glucose-tight (p. 596), becomes permeable to glucose following administration of adrenalin, 
when this sugar is injected intravenously. During hypoglycemia, produced by starvcilion and 
phlorizin, a relatively high dose of adrenalin in addition lo nerve stimulation throws into the 
saliva a small amount of sugar, which immediately and markedly increases in amount when 
glucose is injected. 

R. Ferrari and R. Hiiber, Pfluger’s Arch. f. d. ges. Physiol., 232 ; 2.99, 1933. 
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imbibing, and swelling of llie fond materials. This segregation is initiated 
by the rapid rise of osmotic pressure inside the gland cells, following the 
breakdown of organic substances. The coincident movement of inorganic 
ions is a mere accessory phenomenon, due to the incomplete semiperme- 
ability of the outer surface of the active cells, which allows the Na and Cl 
ions to take the steejj downhill path from the plasma through the cells into 
the secretion, and perhaps due to the permanent leakiness of their inner 
surface to Iv. The organic metabolites, leaving the cell, evidently are 
diverted more toward the blood fluid than toward the saliva. It is unknown 
how this is accomplished. 

2. The Forinatioii of the Gastric Secretion. — As in the previous 
section and for the same reason, in the following outline of gastric secretion 
all th[)sc observations will be omitted, which, mainly on the basis of bio- 
chemistry as such and from histological evidence, have contributed to the 
])resent knowh‘dge concerning the action of the gastric gland in the elabo- 
ration and the elimination of enzymes and of mucus. In other words, 
interest will again l)e centered around the composition and the forces, 
which are involved in the production of the abundant aqueous ultrafiltrate- 
like gastric fluid. The problem concerned is very different from that 
encountered in the stiiily of the salivary secretion, since the gastric secretion 
is nearly isotonic with the blood fluid, and therefore needs no energy supply 
for the shift of water, and since by its composition, undoubtedly, active 
transfer of solutes is manifested as demonstrated by the fact that, due to its 
main constituent, HCl, the secretion is about three million times more acid 
than the blood fluid from which it derives. 

For several reasons, it has been assumed for a long time that the parietal 
cells of the gastric glands are the seat of IICl procliiction. But the parietal 
cells are not more than a small fraction of all the cells of the gastric glands. 
‘‘Non-j)arietal ” cells, which include the so-called ‘'chief cells’’ and the 
surface epithelia, are supposed to elaborate the pepsin and the mucus. 
However, aside from these colloidal substances, gastric juice, besides H and 
n, also contains other ions, X, Na, Ca, Mg. Therefore the question may 
be raised whether the gastric fluid is not the result of the simultaneous 
activity of several glands. 

This question has been attacked mainly by Gray and his co-workers in 
the following way.^^® In dog, a continuous secretion of gastric juice is 
maintained by subcutaneous injection of histamine at 10-minutc intervals, 
and the collected fluid analyzed for the concentration of H, K, Na, Ca, 
and Cl with reference to the volume rates of secretion. The results are listed 
in the following table: 


J. S. Gray, G. R. Burlier, anti II. IT. TTarinan, Am. J. Physiol., 132: 504, 1941; J. S. 
Gray and G. R. Bucher, ihid., 133: 54‘i, 1941; see also F. Ilollaniler, Ain. J. Digest, Dis., 1; 
31G, 1934; A. Liu, J. G. Yuan, and R. K. S. Liiii, I'hinese J. Physiol., B: 1, 1934; further: 
J. S. Gray, Gaslrrrenterology, 1 : 391), 1943; F. Hollander, ihid., 1 : 401, 1943. 
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Table LV. — Chemical CnMpnsiTiuN dp 9 Pooled Samples op (iABthic JmcB 


Volume rates 


CnnrenlraliiJns 

in milliequiv./l 


vd 1./20 inin. 

Cl 

IH 1 

HCl 

Na 

K 

Ca 

6.0 

155 1 

93 . 5 

B1 G 

52 8 

7 4 

1 359 

9.7 

159.1) 

121 0 

38.0 

39 0 

7.2 

9.706 . 

15.2 

1B2.1 

139.4 

31.7 

23 0 

7 4 

0 654 

21.2 

lfi4 2 

13H 0 

2B.2 

IH 5 

7.2 

9 539 

29 1 

lfi2 0 

142 9 

20 . C 

12 S 

7 4 . 

U 409 

(00) 

(lOfi) 

(154) 

(12) 





It appears that the concentrations of V\ (in inilliequiv./liter) surpass 
those of H, that with rising volume rates (cc./J^O min.) IT, expressed as 
II Cl, increases much more than does Cl, anrl that the concentration of 11 
at the highest rates of secretion approximately reaches the concentration 
of Cl. This is evidence of an independent secretion of II Cl and of neutral 
chloride BCl. The concentrations of neutral chloride are calculated in the 
table as the differences of the concentration of Cl and H (HCl). This 
shows that the fraction of neutral chloride secreted falls off steeply with 
rising concentration of total chloride, so that the output of neutral chloride 
finally becomes rather insignificant in comparison to the total output of 
HCl. This is especially evident from the extrapolated results (in brackets) 
indicating that, at maximum volume rales of secretion, the concentration of 
the gastric fluid is equal to 154 milliequiv. /liter II Cl plus 12 milliequiv. /liter 
BCl. Probably the volume of BCl secretion is small and increases very 
little, compared to the large increase in the output of HCl. Prom the 
table, it furthermore appears that the concentration of BCl has been 
fractionated into those of the chlorides of Na, K, and Ca, and that with 
rising volume rates the milliequivaleiits of Na and Ca decrease, Lhose of 
K remain constant. This suggests that, while Na and Ca move independent 
of the shift of H, K is secreted by all the cells. 

This result has led to the assumption that the parietal cells are the 
seat of the formation of the acid, that the nonparietal cells secrete Na 
and Ca, that both of them, parietals as well as noiiparietals, equally elimi- 
nate K, and that the increase in parietal secretion is accompanied by a 
relatively small increase of nonparietal secretion. It will be seen that strong 
support to this assumption is available. 

The next question is as to how the amazingly great concentration of 
hydrochloric acid can be accomplished. This question can be reduced to 
the somewhat simpler problem of raising the hydrogen ion concentration 
to a level about 3 million times above the blood level. For, it can be 
assumed that Cl, the concentration of which in the gastric secretion is about 
1.6 times higher than that in the plasma, is passively dragged along into 
the parietal cells according to the principle of electron eutrality,^^^ provided 
that the parietals are aiiionperm cable, like the red blood corpuscles. 

*3° See H. W. Davenport and R. R. Fisher, Am. J. Physiol., 131 : IBS. 1940. 
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Definite proof of the parietal cells being involved in the production of 
HCl has been advanced by the discovery of Davenport that the parietal 
cells arc the seat of large quantities of carbonic anhydrase.^®^ Discs of the 
blood-free mucosa are punched out of the stomach walls and cut into thin 
slices parallel to the surface. The enzyme concentration in these slices is 
determined by their catalytic aetivity^^^ and compared with the number of 
parietal cells contained in histological prepariitions of the corresponding 
slices. The result is a very high correlation between cell count and enzyme 
concentration, this concentration in cat cells being even six to seven times 
greater than in the red corpuscles. 

The bearing of carbonic anhydrase upon the formation of IICl can be 
assumed to be this: CO 2, which is continuously produced by the metabolic 
activity of the parietal cells, is rapidly hydrated to H2COd at a rate corre- 
sponding to the high content of carbonic anhydrase, and HCO3, resulting 
from the immediate ionization, is exchanged with equivalent amounts of 
plasma-Cl, while the H-moiety of the H2CO3 molecule remains in the cells. 
This Cl-shift from the plasma into the cells would appear to be just opposite 
to what is happening with other tissue cells which are lacking in the enzyme. 
In these tissues, likewise, CO2 is produced, but diffuses as such into the 
plasma, and enters from there the rod blood corpuscles. Due to the large 
content of enzyme in the erythrocytes, it is again catalyzed to H2CO3, 
immediately ionized to HCO3 and II, and, while H is fixed to the hemoglobin, 
IICO3 leaves the cells in exchange for entering Cl. This is the normal well- 
known shift of Cl from the plasma into the red cells. The “reversed Cl 
shift” (Davenport) from the red cells to the plasma in the blood passing 
through the gastric mucosa could be expected to take ])lace and has actually 
been found. Its occurrence is further indicated by the fact that blood 
passing through the secreting slomaeh becomes more alkaline, due to the 
copious entrance of H whereas in passing other active tissues (muscle) 

it becomes more acid. 

Through these investigations it became clear that the origin of the 
hydrogen ion moiety of the hydrochloric acid can be assumed to he CO2, 
derived from the metabolism of the active parietal cells, the other moiety 
Cl being supplied from the blood plasma. JJut this remarkable advance in 
knowledge leaves unsolved the most essential problem, viz., the mecha- 
nism by which the accumulation of H to such tremendous height can be 
accomplished. 

3- The Penetration of Ciands by Acidic and Basic Organic Sub- 
stances. — In view of the enormous accumulation of H in tlie gastric juice, 

231 jj lY Davenport, J. Phyaiot, 97 : S'i, 1930; also II. W. l)avenpr)rt and R. B. Fialier, 
ibid., 94 ; in, 1938; see, further, H. W. Davenport, G.asLroenternlogy, 1 : 383, 1913. 

N. 11. Meliirum and F. J. W. Roughton, J. Physiol., 80 : 113, 1 13, 1933. See also p. .5(5f)). 

F. D. Mann, J. H. Grindlay, and F. C. Manu, Am. J. Digest. Dis., 8:451, 1.941 , 

*34 M. E. Hanke, R. E. Johannesen, and M. M. Hanke, Proe. Soe. Exper. Biol. & Med., 28; 
098, 1931. 
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there can be no doubt that this achievement is a matter of active transfer. 
There are many observations concerning organic substances which, after 
intravenous injection, appear in the gastric juice in so much enhanced 
concentration as to be easily mistaken for real secret i[)n, until a more careful 
analysis of the possible implications shows them to be only incidental 
effects of glandular activity. This refers particularly to dyestuffs, which, 
even with a relatively low accumulation ratio, give the illusion of a higli 
concentration, due to the intensity of their color. Observations concerning 
such false effects have been mentioned already in the introduction to this 
section (pp. 525ff), On the other hand, in the subsection concerning liver, 
such accumulation ratios for dyestuffs will be cited as to indicate by their 
large values (sometimes greater than 1,000) an unambiguous active transfer. 

Penetration of dyestuffs already several times has played a role in this 
section. Particularly, kidney experiments have provided evidence that, 
in general, the proximal tubules cannot be penetrated by acidic dyestuffs 
unless certain physicochemical properties, based upon a nonpolar-polar 
configuration of their molecules, probably leading to a characteristic 
interlinkage with the cell surface, are present. Moreover, as we will see 
later, the dyestuff transporting activity of the liver cells apparently is 
bound up with specific physicochemical pr[)perties f)f the ilye different from 
those involved in the transfer by the kidney. On the other hand, from 
various more sporadic observations, one may conclude that in the intestinal 
mucosa, in the body surface of animals, and in the salivary glands, condi- 
tions favorable to dyestuff accumulation are absent. Somewhat different 
is the behavior of the gastric mucosa and of the pancreatic gland, the 
iici-iiiiiMl;i 1 1 iiL‘ power of which appears to be connected with the acid and 
alkaline reactions of their secretion. 

Entrance of dyestuffs into the \fastrie and the 'pancreatic juice . — Dogs 
were injected intravenously with numerous dyestuffs^^'* belonging to various 
chemical groups, and varying in diffusibility, in lipoid solubility, in dissoci- 
ation strength, in oxidizing and reducing power, and in adsorbability to 
proteins. The gastric juice was collected and the appearance of dye studied. 
The residt shows that the deciding factor is essentially the basic nr the acidic 
character of the dyes. For instance, in the experiments of Ingraham and 
Visscher, among 27 dyestuffs appearing in the gastric juice, all but one are 
basic, whereas acidic dyestuffs fail to appear (those dyes being called basic, 
the staining power of which is carried by the cation, while in the acidic dyes 
the anion bears the color). The result is correlated to a corresponding 
series of observations concerning the pancreatic juice. Here, in the same 
type of experiment, mainly the acidic (anionic), but also the amphoteric, 
dyestuffs under some conditions, were found to enter the juice. In general, 
the effect is more evident with gastric than with pancreatic secretion, due 

M. B. Visscher, Symposium on the Mechanism of Secretion: Federation Proc. 1: 

1942; see, further, A. B. Dawson and A. C. Ivy, Am. pT. Physiol., 73 : .Sf)4, ^925; R. V. In^aham 
and M. B. Visscher, J. (len. Physiol., IB: 095, 1935. 
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to its more rlefiiiite arid character compared to the weaker alkalinity of 
pancreatic juice. This is especially emphasized by the high accumulation 
ratio observed with basic dyes enlering the stomach, the concentration of 
toluidiiie blue, for instance, compared to the blood being found to be 36.5, 
that of thionin 36.8, of neutral red 26.4. 

However, this result is by no means a sign of secretory activity. The 
dyestuffs are electrolytes, basic dyes being, in general, weaker than the 
acidic, and, therefore, due to hydrolysis, present in the blood more or less as 
free bases. These free bases, as un dissociated molecules and especially as 
lipoid soluble substances, can diffuse across the cells (see Sec. 4, chap. 13) 
and enter the gastric juice, where they are converted immediately into ions, 
which, in general, are unable to pass the living cell. Thus, the basic dye- 
stuffs arc caj)iureil in the stomach in amounts increasing with the acidity 
of the juice. 

Such simulated secretion is a common widespread phenomenon. Some- 
times its real nature is very obvious, sometimes veiled, especially when, as in 
the case of tlie entire organism, complications arise from the coincident 
intervtuition of sevt'ral organs. One instructive example is seen in dealing 
with the excretion by the isolated frog kidney of the sulfonic ar'id dyestuff 
phenol red and the basic neutral red.-^^ Jf the kidney is perfused from the 
aorta with Ringer containing NH4CI, the 7 ?H oF the glomerular filtrate 
running along the tubules can be decreaseil from 7.4 to 6.3, due to membrane 
hydrolysis with uptake of the NIT 3 by the epithelia. If, under these 
conditions, neutral red is added to the Ringer solution simultaneously 
entering the kidney frf)in the portal vein, a very high concentration of 
neutral red is attained in the urine with an accumulation ratio greater than 
40. When phenol red instead of neutral red is applied, nothing happens, 
no concentration change occurs following the addition of NH4CI. In case 
the kidney is perfused from the aorta with Ringer made alkaline by the 
addition of NaHTDa, the course of the experiment is the reverse of the 
former, with the concentralion of neutral red falling off, the accumulation 
ratios decreasing. After the supply of NaHCOg has been stopped, the 
ratios rise again. Howcvi*r, when phenol red is used, its concentration is 
very little affected by this change to an alkaline reaction. The reason is 
that phenol red is one of those dyestuffs, which, because of their molecular 
structure, are actively transferred by the kidney rather independent of the 
existing j?II, whereas neutral red passes by diffusion here as well as in the 
stomach. The difference is dramatically shown by the fact that, even 
though the activity of the kidney tubules has been suppressed by cyanide 
or by urethane, the concentration ratio of neutral red, which is low during 


Heg:irdinf;r siiiiilar di.stribul inn efFerts, spp E. Overt nn, Zt.srhr. f. phyaik. Chsm., 22; 
189, 1807; W. J. V. Oslerhniit, J. fion. l*hysiol., B: 131, 10'25. 

IJiflmbers sind R. T. Keiupton, J, Cell. & Cump. Physiol., 10: 109, 1937; R. T. 
Kempton, ibid., 14; 73, 1939. 
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the aortic perfusion with NallCOa, rises quickly after NH4CI has been 
subslituted for the bicarbonate. 

The phenomenon of simulated secretion is not restricted to dyestuffs. 
It is met wherever weak electrolytes are distributed between fluids of 
different /jH. Therefore it is of great importance in the field of drug dis- 
tribution, especially as a main factor controlling the toxicity of alkaloids. 
For instance, it has been known for along time that, after intravenous injec- 
tion, morphine hydrochloride is accumulated in large amounts in the 
stomach. The salts of other alkaloids, strychnine, cocaine, nicotine, 
directly introduced into the stomach of the cat or dog, are not absorbed 
at strongly acid reaction, but are rapidly absorbed, and therefore genetally 
toxic, after the gastric juice has been rendered alkaline. 

With regard to the various possible implications obscuring the pattern 
of distribution of weak organic bases in experiments on the total animal 
(p. 60d), the following study with sulfonamides may have a special informa- 
tory value. Gastric juice, under maximal histamine stimulation (p. 59f)) 
is collected from Heidenhain gastric pouches of dogs, to which various 
sulfanilamide drugs are ailministered. Comparing the concentration of 
these substances in the gastric juice and in the plasma, the concentration 
ratios are calculated. It appears from the following table that sulfanilamide 
and sulfapyridine are accumulatetl, the rdhers not. 


Table LVI. — Experiments on Dogs Ponperninu the Distribution of Sulfa Duiius 
Between Blood Plasma and (iIastiiic Juipe 


Sulfa drugs 

('one. ralii) 
juice: plasma 

Solubility ing. % 37“ 

Solubility 

ratio 

Rate of 
“Diffusion” 

0.1 53n. 11 Cl 

Plasma 

Sulfanilamidf 

2, GO 

3980 

1541) 

2 6 

10 

Sulfapyridine 

3.21 

810 

B2 

13 

2 7 

Sulfatliiazole 

O.IG 

1120 

348 

3 

9 175 

Sulfadiazine 

0.28 

188 

175 

1 

0 252 

A i- e t yl.sulf a nil ami d c 

0 30 

256 

278 

0 9 

0 47 


The following interpretation has been jiroposed. When sulfanilamiihi 
dissf lived in plasma is allowed to pass across a membrane into an HCl 
solution with its concentration corresponding to that in the gastric juice 
(1).153 m.), until diffusion equilibrium has been reached, the concentratiofi 
ratio cannot be exjiected to be 1, because sulfanilamide reacts with IICl. 
From the saturation concentration in this HCd and in plasma, 3980 mg. 

2’'’ Stv, anioii^' iiifiny Dtlicrs, K. Dvcrtnii, Ztsflir, f, Pliysik. C’hein., 22; 18.9, 1897; 0. GroH., 
An-li. f. Ev-piT. I’titli. II. Plinniiak., B3 : 89, 1919; E. Wi^rlbeiiiipr, Pfluppr’.si Anh. f. d. ges, 
I’hysifd., 199 : 989, 19"29; W. J. V. Dslerliiiul, J. fien. Phy.sitd., fl: 191, 1925. 

23“ J. TriiVL‘1, Jmir. IMiannaii)!. ami Exppr. Tlierap., B9; 21, LOtl). 

241) J] Davi'nport, Yale J. Biol. & Mi'it, 14 : 589, 1942; M. Cooke, 11, W. Davonporl 
and L. S. Guodinan, Yale J. Biol. & MpiI., 14 : 19, 1941. 
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per emit and 1540 mg. per cent respectively, the concentration ratio (solu- 
bility ratio) is calculated to be 2.6. This is the same value as found in the 
experiment. Consequently 2.6 is not an accumulation ratio in the usual 
sense, indicating a glandular active transfer (p. 525ff), but it is like a dis- 
tribution coefficient. The rpiestion arises, why, in the experiments with 
the other sulfonamides, identity of the two values is lacking, anil the 
solubility ratio always is greater than the concentration ratio juiceiplasma. 
An explanation can be arrived at by following the changes of concentration 
of the sulfa drugs in the plasma, after known amounts have l)een injected 
intravenously. The flrugs leave the plasma by diffusion, not only through 
the stomach wall into the gastric juice, but also into the entire body 
through a great variety of pathways, and aecordingto their rales of diffusion 
in water or in organic solvents and other factors. The ‘'rates of diffusion” 
measured in this way are listed in the last column of the table. It appears 
that sulfanilamide is the fastest iji passing across the tissues, suliapyridine 
is next, the others much slower. Thus, one understands that the distri- 
bution of sulfanilamide comes to an equilibrium; whereas the other drugs 
fall short of it to a greater or lesser degree. 

4. The Formation of Pancreatic Juice. — Disregarding again thp 
enzymes, the chief function of the ])ancreatic gland is the elaboration of a 
secretion which is slightly alkaline (pH 6.5), owing to its content of bicar- 
bonate ion, as the character of the gastric secretion is chiefly determined 
by its high concentration of the hyilrogen ion (pH l).D), ihe character of the 
salivary glanri by its high concentration of water, which makes this glandular 
product a strongly hypolonic fluid. The problems of these three per- 
formances seem to hv related inasmuch as they bear upon the distribution 
of the most common components of the body fluids, II 2 O, H, and HCOr,, but 
the three glands have attacked their problems in utterly different ways. 

Concerning the pancreatic secretion, one main question is, whi‘ther the 
bicarbonate ion is derived from the metabolism of the jianereas, as is the 
hydrogen ion in tlie gastric gland, or whether its origin is the blood scrum. 
Mainly two kinds of experiments (on dogs) have providetl eviilenee that 
the source is the serum. First, with highly active glands, the concentration 
ratio of total juice C02 and plasma CO 2 has been found to be 4 to 5, anrl 
after an intravenous injection of radioactive HC 03 (C^^) the radioactivity 
is distributed between juice and serum in approximately the same raho,^"^^ 
whereas in similar experiments regarding radioactive Na the distribution 
ratio was 1.^^^ Second, if the metabolic CO 2 were the source of the IICOj in 
the juice, one would have expected an influence of sulfanilamide, which by 
poisoning the carbonic anhydrase present in the gland tissue would inhibit 
the transformation of CO 2 to IICO3. But, even in the presence of excecd- 


E. G. Ball, H. F. Tui'ker, A. K. Holnmon, and B. Vcnuesland, J. IUdI. rheiri., 140: 11.0, 

1941. 

M. L. MnnLgoinery, G. E. Sheline, and I. L. Chaikofif, Am. J. Bhysiol., 131 : 578, 1941. 
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ingly large amounts of sulfanilamide, the juice does not undergo an essential 
change in composition.**'^^ 

The next question is, how to account for the rise of the HCOa concen- 
tration to a level four to five times higher than that of the plasma. It has 
been found that the concentrations of Na and K are approximately the 
same in juice and in serum. This, together with the findings that an 
experimental change of concentration of these ions in the serum yields a 
corresponding change in the juice, allows the conclusion that the gland is 
freely permeable to Na and K. Further, with increasing rates secretion, 
the alkalinity of the juice rises, due to a greater conceni, ration of H HOg, and, 
simultaneously, tlie percentage of Cl decreases, the s\im of IICO3 and Cl 
concentrations remaining nearly constant. The concentrations of IICO3 
and Cl in the gland tissue correspondingly change in the opposite direction. 
These facts are interpreted as being due to a free permeability of the gland 
cells to Na, K, and HCO3, and to a poor permeability to Cl. Therefore, 
by a certain degree of Donnan effect^^** after a rapid secretion of the glanrl 
has been elicited (by secretin), more HCO3 enters the juice and less Cl, in 
such a way that electroneiitrality is maintained. This may be cxplaiudory 
of the concentration ratio of juice HCOs to serum HrD 3 found during the 
increased glandular activity. 

Recapitulation of the above considerations shows that, according to 
present knowledge, the properties of these gland cells arc rather unique. 
Disregarding the differences in rates of penetraiion (not only Cl being slower, 
but also Ca, Mg and phosjdiate), the active cells aj)j)ear to be permeable to 
the main inorganic cations and anions. Corresponrlingly, serum and 
pancreatic juice are in osmotic balance, as are serum anil gastric juice 
(p. 599). It will be particularly useful to extend the investigations to 
experiments with nonelectrolytes. 

Studies concerning the ])ermeability of the pancreas to dyestuffs have 
been mentioned previously (p. 692). 

5. The Permeability of the Liver. — About 80 years ago, when only a 
small number of colored natural products were available for experiment 
concerning the pathways of ilissolvcd substances through the living body, 
there was discovered the neat picture of the bile capillaries, which appears 
in the liver after an injection of intligo-carmine, and which furnished striking 
evidence of a secretory activity of the hepatic epithelium. In more recent 

24-^ H. F. Turker and E. G. Ball, J. Biol. Chem., 139: 71. 1941; E. IT. Still, A. L. Brniictt, 
and V. B. ScdIL (Am. J. Physinl., IDB: 509, 1933) have studied the gaseaus metabrdism of the 
glanil by eoniparing Ihe rate of blood flow and juice product ir)n, and Ihe Da and (’D-i content in 
the pancreatic artery and vein during rest and aetivily. The most iiiLcrcsiing result is ihat, 
at the onset [)f secretion (produced by an intravenous injection of secretin), for several minutes 
the venous COa falls below the level of the arterial GDi, whilst IIGOa appears in the juir-e. 

244 E. G. Ball, J. Biol. Chem., BB: 433, 44.9, 1930. 

24*' K. H. Meyer, -I. E. Sievers, and H. Hauptmann, Helvet. Cheni. Acta, 19: 193B;2[): B34, 
1937; T. Teorell, Prop. Nat. Acad. Sc., U.S.A., 21: 152, 1935; W. Wilbrandt, Ergebn. d. 
Physiol., 4D: 204, 1938. 



Hiiip. 37] 


THE ELABORATION OF DIGESTIVE JUICES 


607 


studies [)f this phenomenDn^^'* it was found that the bile capillaries likewise 
become visible as a dark blue network after the indigo-carmine dissolved in 
Ringer has been perfused from the abdominal vein through the isolated 
frog liver, and that, subsequently, in a cannula inserted at the fundus of the 
gall bladder, a dark blue secretion can be collected, the color concentration 
of which surpasses by far that of the perfusing solution. Extension of 
th[^se observations lo other technical dyestuffs showed that many of them 
likewise can be accumulated in the secretion, but, peculiarly enough, the 
visible network of the stained bile capillaries has so far never been obtained 
except with indigo-carmine. According to Hober and Titajew,^^^ among 
the dyestuffs which appear in high concentration in the secretion are many 
well-diffusible acidic [sulfonic and carboxylic) compounds having very 
diverse chemical strmdures, j)artly lij)oid soluble, partly lipoid insoluble. 
It appears that, in its power to accumulate the dyestuffs, the liver differs 
very much from the kidney, which can differentiate between the nonpolar- 
polar and the polar-polar sulfonic azo- dyestuffs, and can secrete sulfonic 
acid tri-phenylrh ethane dyes which the kidney cannot. It has further 
been observed that basic dyestuffs likewise are secreted, but apparently to 
a lower degree, probably for the simple reason that, due to their basic 
character, these vital stains [sec p. 263) are retained and stored in the 
hepatic cells. Colloidal dyestuffs, significant for their low diffusion rates, 
either fail to reappear at all or pass only in small concentration. 

The great affinity of the liver to dyestuffs may bo conceived of as being 
connected with their great adsorbability, because of the prevalent nonpolar 
organophilic groups in their molecules. This would make it understandable 
that no accumulation occurs with dyestuffs which show a predominance of 
hydrophilic sulfonate radicals. Another viewpoint is found in the corre- 
lation between the perfusing concentration and the accumulation ratio, 
resembling the analogous correlation found in studies of dyestuff transfer 
by the kidney (see j). 573). In the aforementioned experiment of Plattner, 
c.g., indigo-carmine was suj)plied in 0.05% solution, and the accumulation 
ratio was found not higher than 2 to 6. However, when a 1 DO times smaller 
concentration is used in the experiments of Hober and Titajew, the ratio 
can exceed 1,DDD, and, with a dilution of 500 times, ratios of even several 
thousand can be reached. This group of observations can be interpreted 
as indicating adsorption, as will be discussed later with regard to the concept 
of “carriers” as transporting devices (see p. 577; also p. 618). 

But in view of these amazingly high concentrations found in the liver 
secretion, the question must be raised whether water reabsorptibn in the 
liver tissues might not play an important role. This might be suggested 

2415 y PlatlnDF, Pfiiiger’s Art'h. f. d. ges. Physiol., 20S: 91, 1924-. 

^"*^11. Ilbher and A. Titajt^w, Pfltipt*r’s Ari-h. f. d. ges. Physiol., 223: IKO, 

R. Hiiber and P. M. BrisL'oe-Woolley, J. Cell. & Pomp. Physiol., 15: 35, 1940; IB; (i3, 
1940; R. Hiiber, J. Tien. Physiol., 23: 185, 1939; R. Hober, Cold Spring Harbor Symp., 8: 
14, 1940. 
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with rc'gard to the aglomerular kidney (p. 568), and still more to the surviv- 
ing excised frog kidney (p. 567). As mentioned before, the frog kidney 
which is perfused from either supply route by Ringer containing a dyestuff 
adequate for secretion by the proximal tubules, as indicated by a marked 
accumulation ratio urine: perfusing fluid (e.g., 30 times), does not show any 
coloration of the tubular luinina under the microscope, because the lumina 
are too thin to allow a sufficient absorption of light by the inclosed dyestuff 
solution. The dyestuff concenl ration is the result of the glomerular influx, 
the secretory tubular delivery of dye, and the reabsorption of water by the 
tubules. With an exciseil kidney bathed in dyes luff -Ringer, the dyestuff 
concenl rati f)n resulting from the activity of the proximal tubules alone can 
be observed easily, since the glomerular influx is a])sent, and absorption can 
proceed so tliat the color filling the lumina increases in distinctness until 
finally it reaches very high values. But that the secridory activity, also, 
plays an important role is shown by the fact that this behavior is displayed 
only in the ])resence of a secretable dye, and, furthermore, that the picture 
does not appear, if to the bathing dyestuff-Ringer solution a narcotic* or 
cyanide is added. The situation in the Ringer perfused liver is decidedly 
differeiil, aiiatouiieally, since, obviously, there is no unit comparable to the 
glonuTulus, from which the secretion crmld be diluted, and physiologically, 
since inhibition of active re absorption of water by a narcotic or by cyanide 
should be followed by an inereased output of fluid in the gall bladder cannula, 
which does not occur. On the other hand, after inactivation of the liver by 
phenylur ethane, the formation of the bine network of the bile capillaries, 
otherwise following the injection of intligo-carminc, fails to appear (Plattner, 
lov. c?’/.), and also the entrance of the dye into tlie cannula is reversibly 
diminished or stopped. 

The id ea that adsorption might be involved in the accumulation of 
dyestuffs is further siij)ported by the finding that, with substances wliieh, in 
general, are lacking in adsorbability, secretory concentration is not obtained, 
when supjdied to the liver at molarities similar to those cflVetive with 
dyestuffs. Thus, xylose, glucose, lactose, iniiliii (with molecular weights 
ranging from 150 to about 5100) reappear in the secretion of the Ringer 
perfused frf)g liver without a significant change in concentration, as though 
having passed an inert filter, whereas dyestuffs (with a molecular weight of 
about 5DD) simultaneously perfused show a considerable accumulation ratio. 
Only the very large starch molecule fails to pass the liver. In view of these 
facts, the question arises, whether the carbohydrate molecules smaller 
than starch pass the filter of the liver across the hepatic cells or across the 
iiitcreellular patliways. A similar alternative was encountered earlier 
eoncerniiig the transeellular or intercellular passage of salts across the 
epithelial layer of the intestine (see p. 540). Not only from the viewpoint 

2'’*' C. IliiywDod anil 11. HijIkt, J. C'ell. & L’limp. Physiol., ID: SOS, 1937; see also C. Hay- 
wood Pederation Prop., 2: 120, 1943. 
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of general physiology, but also from that of liver function, it seems unlikely 
that the normal hepatic cells shoiilrl allow the free penetration of the sugars, 
although a similar conclusion could be suggested by another series of 
observations. 

In order to investigate the chemical conditions of the secretory activity 
of the isolated liver, a great number of seemingly rather indifferent organic 
substances was tested for their influence upon the dyestuff secretion. 
After a deep coloration of the fluid in the gall bladder cannula has been 
attained, 3"^ to of the perfusing dyestuff-Ringer solution is substituted 
by the isotonic solution of the organic substances in question, with the 
effect that the dyestuff concentration in the secretion falls off rapidly, 
eventually to zero, and reappears after resumption of Ringer perfusion. 
This inhibitory effect is produced by non electrolytes and electrolytes. 
The main nonelectrolyles are the disaccharides, hexoses, pentoses, polyhydric 
alcohols (Cb to C3), isoelectric amino-acids, succinamide; the main electro- 
lytes arc the Na salts of rather strong dibasic and monobasic aliphatic 
oxy- and hydroxy-acids, like gluconate, succinate, pyruvate, and others. 
All these substances are rich in polar groups ( — OH, — COO, — NH 2 ) and 
therefore more or less surface inactive, hydrophilic, and as such dehydrating 
(or anti dispersing) with respect to hydrophilic colloids [pp. 29Bff, 245ff). 
In general, the larger molecules are the more active ones; for instance, 
mannitol and succinate have a stronger dehydrating influence and a more 
vigorous liver cflect than crythritol or glycolatc.^®^ More light is thrown 
on the nature of these i)hysiological actions by the additional finding that 
the so far mentioned organic substances have their physicochemical, as well 
as their physiological, antagonists in substances which, on the one hand, are 
surface active, dispersing toward various hydrophilic colloids [starch, 
gelatin, lecithin) and, on the other hand, are stimulants to the liver secretion 
[choleretic action), unless they are administered in such high concentration, 
or for such length of exposure time, that the dispersing action causes 
disintegration, cytolysis, and irreversible loss of activity [see p. 340). 
Substances having such action are the sodium salts of the higher fatty 
acids (higher than Cb), of oleic acid, salicylic acid, bile acid, and others, 
belongijig to the groups of hydrotrojiic (p. 33 B), solubilizing nonpolar-polar 
substances. The antagonistic properties of the two groups of compounds 
appear most strikingly in experiments in which the inhibitory effect upon the 
dyestuff secretion of the liver by a substance belonging to the first group is 
neutralized by the additiem of a member of the second group, which restores 
the concentration of the dyestuff. Thus, the entrance and the accumulation 
ratio of the dye might be regarded as dependent upon a certain consistency 
of the superficial, and of the internal, structures of the hepatic cells. 

R. Hober and E. Moore, J. Oen. rhysioL, 23: 1.91, 193,9; R. Hiiber, Pflllger’s Arch. f. d. 
geH. Physiol., 229; 402, 1.932; J. G. Valdeeasas, ibid., 228: 1[).9, 1931; R. Hiiber, Cold Spring 
Harbor Symp., 8 : 41), 1.94f). 

See I. R. Katz, Bioebein. Ztsebr., 2B2; 355, 1933; 263: 421, 1933. 
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SOME REMARKS ABOUT THE ENERGET- 
ICS OF THE ACTIVE TRANSFER, THE 
TRANSFERRING DEVICES, AND 
THEIR MECHANICS 


At the beginning oF this section, active transfer by an organ, as con- 
trasted with passive p(‘netration, was defined as the performance of 
osmotic work, empowered by tlie expenditure of some fraction of the energy 
which is liberated in the melabolic reactions. One may supplement this 
definition by mentioning light as another source of energy. This is mainly 
significant in plant life, and its biological effects are ordinarily mediated 
through the products of photosynthesis, the metabolic reactions of which 
likewise provide the energy for active transfer. 

1 - Energy Supplied for Active Transfer. — As yet, the information 
about the origin of energy utilized in active transfer is rather meager. But 
it may be reasonable to surmise that carbohydrates, as the most common 
source of energy, wherever physiological work has to be done, appear in this 
role also here, even though the substances transported up hill are very 
different in their chemical nature. 

Surveying, at first, all those substances which in the discussion of this 
section have been juoved to be subject to active transfer, we encounter 
1 . hexoses shifted by tlie prr)ximal tubules of the kidney (p. 5 B 1 ) and by the 
intestinal mucosa (p. .544); 2. amino-acids, presumably shifted at the same 
places (pp. 550 and 5B2); 3. the metabolic end products, urea and uric acid 
(p. 572), migrating through the wall of the kidney tubules in the opposite 
direction from that of hexoses and amino-acids; 4. organic sulfonic acids, 
as dyestuffs, as dyestuff intermediates and related compounds, which are 
transported by the kidney (p. 5(13), the liver (p. BOB) and certain plant 
cells (p. 205); 5. special inorganic ions, HCO 3 transported in the distal 
kidney tubules, H by the parietal cells of the gastric glands (pp. 5BD and 
599); B. inorganic salts, or, better, inorganic cations plus anions, by the 
intestinal wall (p. 536), the gills of fish (p. 586), the frog skin (p. 589, the 
kidney (p. 559), and various plant cells (pp^ 59 Off). 

Now, among these substances, several seem to be forced through the 
cellular machinery by means of energy derived from carbohydrate. This 
appears most conspicuously from microscopic evidence in certain experi- 
ments of Steward, which have been mentioned before (p. 591). Normally, 
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the cells of potatoes live in a state of low metabolic activity, they arc 
dormant storage cells filled with starch. Placed in highly diluted salt 
solution and strongly aerated, they change intt) metabolieally vigorous 
cells, oxygen consumption and CO 2 production rise, the starch granules 
disappear, and, simultaneously, osmotic work begins, salts are transported 
and accumulated in the enlarging cell sap vacuoles. 

But the specifically physiological way of disposing of the potential 
energy of the carbohydrates is better revealed in the following manner. 
As is well known, carbohydrate is broken down stepwise in a sequence of 
intermediary reactions to the metabolic end product. These reactions 
are mediated by enzymes. The main steps are the formation of several 
phosphorylatit)n products, of pyruvic and of lactic acid, and others, ending 
with the final 'li l.\ ■Ir---.. i n.i! and decarboxylations [Sec. 6). This chain 
of reactions can be interrupted at various places by poisoning one or the 
other enzyme active in the concatenation of single reactions. The effect is 
a block in the normal carbohydrate breakdown, which must be followed by 
more or less impairment of the supply of energy indispensable in each kinil 
of activity which relies on the utilization of carbohydrate. But, in case of 
such an event, the activity should be revived or restored by repairing the 
chain at the point of interruption; in other words, by providing the inter- 
mediary product which, after addition of the poison, ceases to be produced. 
As a matter of fact, this conjecture has been verified most satisfactorily by 
employing, for instance, iodoaccLate, which blocks the chain of reactions 
between the intermediates triosephosphoric acid and phosphoglyccric 
acid, and thus prevent? the formation of pyruvic and lactic acids. Then 
the arrested transfer can be set going again by addition of pyruvic or 
lactic acid, just as the working activity of muscles and the irritability of 
nerves is re-established by lactate after poisoning with iodoaeetate.^^^'^^^ 
This has been proved in various experiments upon the kidney, the skin, and 
the liver. 

It has been mentioned earlier (p. 569) that the secretory action of the 
proximal tubule of the kidney can be easily studied on cystic cxplants of 
the mesonephros of the chick embryo, which, when immersed in a dilute 
solution of phenol red, takes up this acidic dyestuff into the lumina and 
accumulates it there to a very high concentration. If enough iodoacetate 
is added to the dyestuff solution to paralyze the uptake of dye, this effect 
can be counteracted by addition of pyruvate, lactate, or succinate, the 
latter being one of the breakdown products appearing in the aerobic phase 
of the carbohydrate metabolism. But glycerophosphate has been found 
to be indifferent. 

E. Lundsgaard, Biochem. Ztsdir., 217: 1S!2, 193D; 220: 8, 

B. Feng, J. Physiol., 76: 477, 1932. 

V. Beck and R. Chambers, J. Cell. & Comp. Physiol., B : 441, 1935. For some related 
observations on the frog kidney, sec R. Ferrari and R. libber, Pflilger’s Areh. f. d. ges. Physiol., 
232: 299, 1933. 
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Further, it has been mentiDned before that the frog skin displays an 
active transfer in that it transports Cl ions against a concentration gradient. 
This is evidenced in previously described experiments, in which the isolated 
skin is interposed between samples of the same frog-isotonic Ringer solution 
(p. 588). It has been known for a long time^^® that the surviving skin is able 
to drive a current of water from its epithelial to its serosa side. Now the 
more recent detailed studies of Iluf^*^® have revealed the facts that, first, 
during the shift of fluid the Cl concentration diminishes on the epithelial 
and rises on the serosa side, indicating that the transport of water has been 
accompanied by an additional transfer of Cl; and, second, as evident from 
the table (p. 580), the active transfer of Cl can be diminished by bromo- 
acetatc (which resembles iodoacetate), and that the poisoning action of 
bromoacetate can be counteracted by lactate (see experiment 5). 

Also the dyestuff concentrating capacity of the isolated Ringer perfused 
liver of the frog (p. l>l)7), which is decreased by iodoacetate as well as by 
other poisons, seems to recover after additional provision of lactate. 

But, finally, it might be objected that the toxic effect of iodo- or bromo- 
acetate, and the subsequent detoxicating effect of pyruvate or lactate as 
stated in the aforementioned experiments, cannot be considered a safe 
proof that the various kinds of active transfer depend directly on energy 
supplied from carbohydrate breakdown. For, iodoacetate is a rather 
dangerous substance, the administration of which is readily followed by a 
universal and irreversible impairment of cell vitality, and, hence, of 
every kind of cell activity. Even though pyruvate and lactate have been 
found to restijre the inhibited active transfer, this favorable influence might 
be only an indirect symptom of the revival of the cell energetics, which seem 
to depend quite generally upon carbohydrate metabolism (see also p. B14). 

Inhibition of active transfer can also be produced by chemical means, 
but without affording clear evidence that the chemicals disrupt the coupling 
between a specific metabolic process, like the carbohydrate breakdown, and 
the active action of the transporting mechanism. Such conditions are 
present during anoxia and during narcosis. Anoxia, produced by cyanide, 
hydrogen sulfide, or an atmosphere of pure nitrogen, results in cessation of 
the normal activity, for instance, of the dyestuff secretion by the chick 
mesonephros^^'’ or of the uphill shift of Cl by the frog skin,^®'^ or of the 
accumulation of sulfonic acid dyestuffs by special cells -‘nmiiiiiding the 


2S5E. W. Reid, J. rhysiid., 11: 312. 1890; British Med. J. 1: 323. 1892; J. Physiol.. 2B : 
43B, 1901; see also p. 552). 

lluf, PflUger’s Arch. f. d. ges. Physiol., 236: 655. 1935; 237: 143. 1936:238:97, 1936. 
M. Koll-Schroeder, PflUger\s Arch. f. d. ges. Physiol., 234: 264. 1934. 

A. Klinghoffer, J. Biol, riipm., 12B: 201, 1938; R. tlhnell and R. Ilober, J. Cell. & 
Comp. Physiol., 13: Ifil, 1939. 

R. Chambers, L. V. Beek, and M. Belkin, J. Cell. &; Comp. Physiol., B: 425, 1935. See 
also A. N. Richards and .T. B. Barnwell, Prf>c. Ri»y. Soc., London., B 102 : 72, 1927. 

=*““E. JTuf, PflUgcr’s Arch, f. d. ges. Physiol., 236; 655, 1935. 
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vascular bundles of plants. But this inactivation cannot be correlated 
with the influence upon a specific group of cell constituents serving as the 
essential source of energy, but rather involves the entire metabolism. 
Narcosis, as known, e.g., from experiments on the dyestuff perfused isfilated 
kidney, or the liver,^®^ even more tlian anoxia, is a manifestation of the 
unspecific interruption of numerous cellular reactions, since the narcotics, 
because of their surface activity, are believed to attach, in general, to the 
cellular and micellar structures, which arc the site of the enzymes, and to 
interpose in this manner a barrier between the manifold enzymes and their 
manifold substrates (see pp. 36 Off). 

No special source of energy of a chemical nature has been suggesteil as 
yet as potentiating the active transfer of urea and uric acifl in the kidney 
(see p. 572). 

Another procedure for studying the inlerrelation between the chemical 
turnover and the osmotic work of living cells is based upon measurements 
of the influence of temperature. Within a certain range of temperatures, 
one ordinarily observes an increase of work with an increase of temperature, 
for instance as shown in Table This can he interpreled as 

dependent upon a higher rate of diffusion of the substances entering the 
energy supplying system or a greater reaction velocity in this system. 


Table LVH. — Inflcence of Tempera tithe on the Acl'emulatiun df roiAsaiuM iv 
Exc ised JUhley it dot Systems 
(AlKsnrpticni pt'riod: 10 liuurb) 


Temp. (“C.) 

King. /filer 

Aei'umnlation ratio 

K sap: K sol. 

Culture solution 

Cell sap 

fi 

.0 02 

.31 7 

3 li 

12 

9 32 

47 7 

5 1 

18 

8 45 

73.2 

8.7 

24 

7 08 

07.8 

12.3 

30 

7 42 

112 0 

15 1 


In general, the temperature coefficients of diffusion referred to a tempera- 
ture interval of (Qm) have been found to be 1.2 to 1.3, the tempera- 

ture coefficients of chemical reactions 2 to 3 (see Sec. 1, chap. 2). 3die 
values calculated for the exjierimeiit in the table are about 2, i.e., like 

R. I'ollander and A. Hnloislrbiii, Arta Snr. pro Fauna et I'lora Frnn., BO: 120, 1937; 
R. Pnllandor, Jahrb. f. wiss. Bot., BO: .35 1, 1.321. 

in this regard it is worth menlioiiing that the inhihiiion of phenol red transport by the 
tubular uells of the eliiek mesonephros, following poisoning with hyLlrogen sulfide, rannot be 
eounteraeted either by laetate or by pyruvate; L. V. Berk anrl R. riiambers, J. Cell. & Comp, 
rhysiol., B: 441, 1.035. 

E. Scheminzky, Pfliiger’s Arch. f.d. ges. Physiol., 221 : G41, 1.02,0. 

R. H liber and A. Titajew, PflUger’s Arch. f.d. ges. Physiol., 223: 180, 1020. 

D, R. Iloaglaiid and T. C. Broyer, Plant Physiol., 11 : 471, 103t). 
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tlip iemperalurt' coefficients of metabolic reactions (but often they hav^e 
been fr)unil tf) be as hi^h as 5). 

Below a certain lemperaturc limit the work i)erformeil by the system is 
practically zero. This is evi[lencc[| by the following ex])erinieiit^'*^ upon 
the mesonephros of Lhe chick embryo (p. 5f)D), The uptake ami accumu- 
lation of phenol red by the explant can be inhibited completely for many 
hours by cold {S° to B° relsius). After the culture has been returned to body 
temperature, appreciable amounts of dye appear within a few minutes in 
the lumina and are accumulated. Howevw, when the culture is exposed to 
low temperature, after the lumina have been fillerl with color, the dye 
reLjuires hours to escape. Obviously, the uptake at high temperature is 
rapid, active, and unidirectional, the outgo slow and passive. This resem- 
bles the situation in the experiments of Collaniler and Holmstrom (p. 614, 
also 265) upon the influence of oxygen on the intake and output of dyestuffs 
by certain plant cells. Tor the intake, oxygen is required, but during the 
subsequent lack of oxygen the captured dye escapes, although very slowly. 
Another example deals with the absorption of potassium halides by Nitella 
with ligliL as lhe ulLimale source of eiiergy^'^^ through the metabolic reactions 
of the products of photosynthesis, and lowering the temperature to 5° 
causes, e.g., Cl to leak out of the healthy cells, but at room temperature the 
Cl is recaptured (]). 251).“'^^ 

2. The Cellular Devices for Aetive Transfer anil Their Mechanism. 
When a chemical j^rocess has to be carried out in such a way that a greater 
or smaller portion of the energy liberated becomes available for work, for 
instance, for osmotic work, it requires some kind of machinery to bring 
about an orderly movement oi the molecules taking part in the chemical 
process instead of an otherwise random movement. We are still very far 
from perceiving any sucdi structural arrangement, even though, as long as 
cells, either living or fixed, have been investigated by the microscope, 
emj)hasis was laiil upon the interpretation of their visible constituents in 
the light of a certain functional significance. More successful in this 
regard were Lhe combined efforts of histologists and physiologists to design 
a mechanical model of a muscle on the basis, particularly, of the newly 
attained knowledge about the physics of fibrillar structures, their physical 
chemistry, and the linkage of this with an orderly system of chemical 


R. riianiburs anil R. T. Kfiiiploii, J. Tell. & romp. Physiol., 3 : 131, 1333; R. rhambers, 
L. V. IlDck, and M. Belkin, ?7>z‘r/., 6: 4'25, 1.335. 

D. R. Hoa^daiid, sinJ A. R. Davis, J. Gen. Physiol., 6: 47, 13^i3, also 6: [iSiS, 1923 and 
D. R. lloagland, P. L. Hibbard and A. R. Davis, ID: 121, 1321). 

See, further, the observal ions of Dsterhout roncerning the uptake of K by Valonia^ 
whirli cease's in the dark and evidently is kept going by the photosynlhetie reactions (A. G. 
Jacques and W. J. V. Dsterhoul, J. (fcu. Physiol., 17 : 727, 1933; W. J. V. Dsterhout, Ergebn. d. 
Physiol., 35: 9C7, 1933); further, the experiments of I. E. Harris, (J. Biol. Chtm., 141: 579, 
1941) and W. Wilbrandt (Pfluger’s Arch. f. d. ges. Physiol., 243: 519, 1940), upon uptake of K 
against the r oneentralion gradient by human erythrocytes and ils linkage with glycolysis. 
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reactions [see Sec. 7). In the field of the present chapter, the appearance 
and the variable location of vacuoles and granules in secretory cells, at 
rest or in action, at first suggested postulating forces pushing these bodies 
in one direction toward the lumen, where the enzymes, or hormones, [)r 
mucine, or other substances produced within tlie cells, are extruiled. In 
addition it seemed fruitful to consider whether the more simple substances, 
like single molecules, produced elsewhere and present in the cell surround- 
ings could be taken up, then accumulated, transferred across the cell body, 
and thrown out in a similar way. However, this j)icture lor)ks less promis- 
ing, since there are observations on living cells, according to which, ikiring 
the shift of molecularly dispersed substances or small molcf'ular aggregates, 
transporting vehicles such as granules or vacuoles cannot be detected, 
even with a high-power microscope. Tliis was emphasized, (‘.g., by Cham- 
bers and Kempton^““ in their observations upon the secretion of phenol red 
by the mesonephros of the chick embryo (p. 569). As the dye enters from 
the surrounding highly diluted solution, it appears to be dissolved in the 
visibly stained protoplasma and is expelled in a markedly incre^ased con- 
centration at the luminal side. Also, in conflict witli assigning to the 
vacuoles an important role as carriers, is the observation that, in the 
excretion of dyestuffs by the kidney of mouse or frog, the high tide of 
elimination is already passed before dyestuff vacu»)li‘s appear under the 
microscope.^^“ However, there arc reasons to believe lliat the vaeuoles 
containing the dyestuffs are formed at first in submieroscopic size by an 
intraplasraatic secretion, thus producing the a])p(^arance of a raoiiophasic 
liomogi-mMiU'' distribution inside the cell, ami that they grow only after a 
time to visible bodies. Hence, this discussion as to the role of vacuoles as 
essential parts of a transporting machinery remains inconclusive. 

Another source of information has been furnished by following the 
absorption of hexoses in the intestine and their reabsor])tioii in the kidney 
(pp. 544, 561). As was mentioned earlier, A\ ilbriiinll and J^aszt,^^^ on the 
basis of their finding that the differential absorption of tlie hexoses in the 
intestine disappears after poisoning with iodoaretate, suggested that the 
preferential absorption of glucose is lied up with reaction between the sugar 
and inorganic phosphate. Lundsgaard^^^ and Wertheimer^^^ showed that 
the preferential absorption of glucose by the intestine, also, is abolished by 
phlorizin, as has long been known for the reabsorption in the kidney, and 
Lundsgaard further found that in tissue extraets phlorizin can be a strong 
inhibitor of phosphorylation as well as of dephosphorylation, [xomori^^^ 


R. Chambers and R. T. Kempt rm, J. Cell. & Comp. Pliysiol., 3 : 131, 1D33. 

271) Yojj Moellendorff, Ergebn. d. Physiol., 18: 141, l.'Jil); Zlschr. f. d. ges. Anal., 3. Abt., 
24:278, 1922; R. Hober, J. Cell. & Comp. Physiol., B: 117, 1935. 

271 Wilbrandt and L. Laszt, Biochem. Ztsehr., 269: .398, 1933. 

E. Lundsgaard, Biochem. Ztsehr., 2B4: 299, 221, 1933. 

273 E. Wertheimer, PflUger’s Areh. f. d. ges- Physiol., 233: 514, 1933. 

274 Gr. Goraori, Proc. Soc. Exper. Biol. & Med., 42: 23, 1939. 



Chap. 3H| 


SOME RP^MAllKS ABOUT THE ENERGETICS 


617 


anti Kritzler and Guiman“^^ .succerdcd in demDiisirating in microscopic 
slices that the proximal tubules of the kidney, in which the sugar reabsorp- 
tion takes place, are extremely rich in plu)sphatase, which is largely con- 
centrateil at or near the luminal bonier of the epithelium, and which at 
alkaline reaction can liberate, from glycerophosphate, inorganic phosphate 
which becomes visible by precipitation in the tissue slices. They further 
showed that tliis dephosphorylation fails to be inhibited by phlorizin. 
These various se])arate observations can be linked together tentatively into 
a fairly reasonable picture of sugar absorption, when the influence of.pH^^® 
is taken into consirleration. First, dephosphorylal.ion of glycerophosphate 
(anil hexosediphosphate), which was mentioned as gi)ing on at alkaline 
reaction (pH 7 to 9.2) anil also in the presence of phlorizin, is inhibited at 
pH S to 7 by phlorizin. Second, the inverse jnocess, the phosphorylation 
of glucose likewise is inhibited by phlorizin at pH 5 to 7.4. Finally, taking 
into account the earlier mentioned fact (]). 550) that phosphorylation of 
glucose is an aerobic reaction, viz., that it is a mechanism by which, in the 
presence of the ailenylic acid system, oxidative energy can be utilized in 
the cell, tlie absorption can be described as an active transfer, as follows: 
At the luminal border of the epithelium, the pH conditions in the 
phosphorylizing system of enzymes may be such as to allow the aerobic 
formation of hexosephos])hate, as well as its entrance into the cells. There, 
at the protoplasmic reaction of about pll 7, dephosphorylation takes place 
(even in the presence of phlorizin), and the freed sugar, which was shifteil 
as hexosephosphate across tlie bimiidary separating the exterior and the 
interior of the body, reaiipears.-^'^ 

But, this hypothetical description of intestinal and renal transfer of 
glucose certainly is not more than a fragmentary picture, taking into account 
the following formerly mentioned findings: First, the secretion of diodrast 
by the kidney tubules is stoj)pcd by phlorizin (p. 572); second, there is no 
reason to assume that dioilrast is j)hospliorylized; third, the localization of 
phosphatase at the brush bonier of the renal epithelia, which is suggestive 
of being instrumental in absorption, loses its meaning in secretion, that 
starts on the other side of the cells. Therefore, the conclusion has been 
drawn'^^^ that the enzymatic phosphorylation of sugar serves not only as a 
specific share in the mechanism of the transfer of sugar, but also as a more 
general source of oxidative energy furnished by the previously (p. 550) 

R. A. Krilzltr and A. B. (jutuiiin. Am. J. Physiol., 134; 04, 1041; sije, further, M. L. 
Menten, J. Junge, and M. 11. Green, Prac. Soc. Exper. Biol. & Med., 67 : 1044. 

H. Kalckar, Enzyinologia, 2: 47, 1937; L. V. Beck, Proc. Sue. Exper. Biol. & Med., 49; 
435. 1942. 

277 is Hoiiiewhat similar to the reappearance (by resynthesis) of fat in the intestinal 
epithelia near Lheir striated borders after it has l)ecn subjeeLed to a transitory saponification, 
which provides the conditions for passage of the short distance between the lumen and the 
rell body. 

T. E. Althausen and M. Stoekholm, Amer. J. Physiol., 123: 577, 1938; J. J. Eiler, T-E 
Althausen, and M. Stoekholm, ibid., 140 : B99, 1944. 
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mentiDiied intracellular linkage between the carbohydrate and the adenylic 
acid systems, and as such co-operative in the shift of various substances. 
This energy output also may be thought of as being increased by thyroxin 
(see p. 5 [52). 

The localization of enzymes, as it might serve for the transport of 
substances across the cells, constitutes a “chemical organization” c[)m- 
parable to the morphological organization, which was iliseusscfl before with 
respect to the cell vacuoles, and may be effective elsewhere as well. Thus, 
carbonic anhyrirase has been mentioned as engaged in the arcuinulation of 
HCl in the gastric juice (p. (501) and in ihe reabsorptive shift of IICO 3 in 
the distal tubules of the kidney [j). ,5(50). However, so far nothing of 
importance is knowfi either concerning the structural organization of the 
parietal cells of the gastric glands as the site of the enzyme, or concerning 
the spatial relations between the specifically active tubular segment and the 
place where the enzyme acts. 

Other elementary Cfimponenls of a cellular transferring machinery, Avhieh 
have been mentioned previously, are the sf)-called carriers, hypothetical 
structures inside the cells, which have been siiggesteil chiefly by the obser- 
vations of Macleod and Magee [p. 54(5), Verzar (p. 547), and Donhoffer 
(p. 547), regarding intestinal absorption, and by those of II. Smilli and 
Shannon (p. 576) regarding kidney function. These and f)ther observations 
have revealed the fact that the total amount of the substance migrating 
across the cells is composed of two fractious; one is the result of diffusion, 
and so increases with rising concentration of the substance; the other 
increases only in a certain range of low concentrations extending from 
zero to a limiting value, beyond which it becomes constant (see Fig. (52, 
p. 577). This has been reasonably conceived of as indicating a sysLem of 
intracellular carriers or vehicles, which, in the presence of a cerlain conciui- 
tration of the available substance, are filled to capacity, anrl which sub- 
sequently discharge their entire burden together with the fraction passed 
by diffusion. The efficiency of this kind of transport depends, among other 
things, mainly upon a special affinity between the substance in question and 
the carrier system, with the result that the total concentration in the output 
is raised in comparison with that in the entering fluid. 

Many questions are suggested by this concept: first, regarding the nature 
of the afiinity between the carrier and the loail. The carrier may be 
looked upon as an aLls[)rbent, nr as a solvent, or as a chemical substrate 
undergoing a stoichiometrical reaction with the transpf)rted substance. 

There are several pnqierties of the transferring systems particularly 
favorable to the idea of aflsorplioii. In the case of the kidney, among a 
great number of lipoid insoluble organic electrolytes, so far mainly those 
have been found lo be picked up and to be accumulated which have a 
nonpolar-polar molecular cf)nfiguratif>n (p. 566). This has suggesti^l the 
interpretation that the nonpolar part of the molecule, due to some residual 
valence forces, attaches to the organophilic elements in the cell body. 



riiap. 38] 


SOME REMARKS ABOUT THE ENERGETITS 


fllS 


leaving the polar part oriented toward the arljacent aqueous phase. A 
symmetrical hyilrophilie structure, or a predominant influence of the 
hydroj>hilic character, is deirimental to the active transfer, and presumably 
to adsorption. The loehavior of the liver ])resents a sonu'what different 
aspect (p. 6D7). The marked influence tjf the locatifin of nonpolar and 
prdar groups in organic electrolytes found in the kitliiey studies, for 
instance, with lipoid insoluble dyestuffs, fails to be manifested by the liver. 
Ilather, all kinds of dyestuffs arc secreted except those which are highly 
colloidal, and those which contain in their molecules a great number of the 
strongly hydrophilic sulfonate groups. On the other hand, lipoid insoluble 
organic substances like xylose, glucose, and lactose pass the siir\ i \ iiig liver 
like a dead filter, without any change of concentration (p. BOS); and inulin 
(M.W. = 51 OB), even under conditions as nearly normal as possible, i.e., 
after intramuscular injection to the aglomerular toad-fish (p. 568), reappears 
ill the secretion of the liver at an average concentration of 0.57, compared to 
a serum concentration of It is tempting to believe that this different 

behavior of the two groups of substances toward the secreting system of the 
liver is accounted for by the great adsorbability of the dyestuffs, in contrast 
to the various carbohydrates, which are unsuitable for ailsorjiiion because 
of their highly hydrophilic character. 

Adsorption, likewise, might be revealed as an essential factor of the 
active transfer by quant italivc studies, such as, for instance, that graphically 
reproduced in Fig. B2 (p. 577), representing the excretion of phenol red by the 
frog kidney. In this figure, the tubular action, as related to the concen- 
IraLion of dyestuffs in the perfusing fluid, appears as a curve, the slope 
of which is initially steep and gradually swings to a plateau, interpreted as 
representing the maximum load of the carrier. The curve resembles an 
adsorption isotherm with its increments decreasing with increasing con- 
centration, until an adsorption maximum has been attained, possibly 
indicating a saturation of the surface by the adsorbent. 

The figure can also be explained by thinking of the carrier system as a 
second stdvent dispersed in the aqueous phase of the cell, the substance tt) 
be carried being distributed between the two phases, with a distribution 
factor decreasing with increasing concentration. Such a situation obtains, 
when the substance is present in the two solvents in different molecular 
states, for instance, single molecules in one solvent, bimolecular in the other 
(see chap. 5. snbehap. anil chap. 23, subchap. 2). 

In supplement to the discussion of the hypothetical carrier system, it 
shoulil be said that the energy required by the system would be utilized for 
various purposes, for the loading process, for shifting the carrier across the 
cell, for setting free the substance from its attachment, and for its elimi- 
nation from the cell. Further, it may be added that the unidirectional 
shift seems to be predetermined, in some cases, by structural components of 


[\ Haywood, Fedpration Proc?., 2 : 2fJ, l.t|43. 
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the protoplasm, like the filamentous mitochondria, providing, through their 
;irrjingi*iiieiil, intracellular channels parallel to the long axis of the cell; 
but, in addition, there is an intracellular polarity,^^*^ demonstrable in the 
kidney cpithelia by a characteristic arrangement of vitally-stained granules, 
which is destroyed, when the cells are isolated and when simultaneously 
they lose their ability to transport and to accumulate the phenol red. 

3. Mechanism of the Simultaneous Active Transfer of Cations 
and Anions. — From this extremely fragmentary description of some 
separate elementary constituents of the iransferring machinery, we finally 
turn to the most difficult problem, namely, to explain the facL that, by 
means of an appropriate set-up of these elementary units, fhe energy 
liberated by metabolic reactions may ultimately serve to bring about the 
mechanical effects of active transfer, accumulation, and forwarding of the 
substances in question to the terminus of the process. 

In discussing this fundamental problem, first some simple model experi- 
ments will be recalled, which could possibly sIumI some light upon the 
transport of the most common components of living organisms, inorganic 
ions and water. In the introduction to this section (p. 526), studies were 
mentioned concerning the spontaneous movement of ions against the e[)n- 
centration gradient by employing a selectively ionpermeable membrane, for 
instance, in the following way.^*^* A cationpermeable membrane separates 
two salt solutions, each of them containing II and K ions in concentrations 
such that Hi > lit, and Ki = Kc, the kind of anions being irrelevant. 
Then H will tend to move from inside to outside, but for the reason of elee- 
troneutrality it cannot do so, unless, for each H h aving, one K enters against 
an ever-increasing concentration gradient. Equilibrium is reached (eveiiiii- 
ally after a long time), when Hi:IIo = Kt'.Ko. For example, in an experi- 
ment of Netter employing a dried collodion membrane [p. 526), after 14 
days, i.e., before the final state was reached, Xi/IC = 1 6. In a corre- 
sponding experiment, with a selective anionpcrnieable membrane and the 
anions HCDg and Cl, the equilibrium would be reached if IICOgiiHCOso 
= Ch: Clo. It was mentioned previously that the establishment of similar 
membrane equilibria has been observed under physiological cicumstances, 
for instance, with muscle fibers where - disregarding several comjdicating 
factors (chap. 17) — the high percentage of K, compared to the much lower 
percentage in the serum, can be referred to their specific permeability to 
K ions. 

However, the quotation of these observations seems to be without 
informatory value for the present question, since in the transport of ions 
by a number of organs kidney, intestine, skin, various plant tissues, and 
others — we are dealing first with the simultaneous or approximately 
simultaneous accumulation of cations plus anions; and, second, with 

R. Chambers, Cold Spring Harbor Symp., B: 144, li)4[). 

H. Netter, PflUger’s Arch. f. d. ges. Physiol., 22D: 1 07, 1.028; S. V. Brooks, Protoplasma, 
8: 389. 1929; S. C. Brooks, Tr. Faraday Soc., 33: 1002, 1937. 
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processes demanding the liberation of energy, whereas, in the model experi- 
ments, the concentration gradients arise spontaneously, and cither for 
anions or for cations, due to the permeability of the membrane, which is 
either anion- or cation-permeable. At first sight, then, it may appear promis- 
ing to adjust the m[)del cxjjerimeiit to the exigencies of the physiological 
accumulation of both cations and anions, by simply producing artificial 
membranes, which have a mosaic structure, i.e., which are composed partly 
of cationpenn cable and partly of anionpertncable areas, each of them 
independently accumulating cations or anions respectively. For instance, 
with H and HCOg on one side, K and. Cl on the other siile of the mosaic 
membrane, corresponding to the aforementioned experiments, K and Cl 
would be expected to be shifted across the membrane against their gradient. 

A mosaic membrane can be prepared^*^- on a mercury surface, by placing 
close to each other droplets c)f ale [diol -ether solutions of collodion and of 
rhodamin-collodion (p. 317), which, flowing together and drying, form 
membranes with the suitable properties. By measuring the potentials 
across such a membrane interposed between two different salt solutions, 
the membrane can t‘asily be shown to exhibit the expected behavior, as is 
evident from the following table: 


Table LVJII. — Membrane I’otentialh or Mdbatc Membranes 
(-]- and — refer 1o the ptde in sidulion 2) 


Solution 1 

SoliUioii 2 

Perm pal ion 

mV 

0 1 mol. NaCl 

0 1 mol. KCl 

K > Na 

-23.0 

9 1 mol. NaPl 

0 1 mol. NaSCN 

SCN > Cl 

+35 5 

0 1 iiitd. NaGl 

0 1 mol. KSl^N 

K - SCN 

+ 2.5 

f) 1 mol. Nal l 

[) 1 innl. Kri 

K > Na 

-23. n 


H owever, Sollner^^’ demonslrated that this model cannot serve its purpose, 
i.e., the individual catif)n- and anioii-])ermeable 
areas cannot combine their accumulating jiower 
to yield an accumulation of salt (cation -|- 
anion). This is made clear by the following 
scheme. Fig. B4. 

The figure pictures, on the left side, one 
cationperm cable area’ (the substance of the 
membrane being electronegative); on the right 
side, one anioiipermeable area (formed by an 
electropositive substance), the two areas electri- 
cally influencing each other by way of the two 
U-pieces, just as adjacent areas of a mosaic 
membrane must, when the entire membrane is 
in contact with the 0.1 mol. KC\ solution on one side, with the O.Dl mol. 



Eig. B4. — S[;henie of an 
elertric rireuit current passing 
a porous membrane. 


R. Iliibt'r and E. Tloffiiiann, EflUger’s Arch. f. d. ges. Physiol., 220 ; 558, 1928, 
K. Sollner, Bimhern, Ztschr., 244 ; 370, 1931. 
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KCl solution on the other side. The dotted arrows in the figure indicate 
the direction of the transport of positive K and of negative Cl ions respec- 
tively, the solid arrows the direction of an electric circuit current with the 
membrane potential on the left side promoting the cations, on the right 
side the anions in equivalent amounts from the more concentrated to the 
less concentrated solution, so that cations and anions neutralize each 
other. It is obvious that the mosaic membrane, at variance to the first 
assumption, must allow or even accelerate the leveling out of the concentra- 
tion gradient of both cations and anions, rather than produce an accumu- 
lation of salt. 

Ilut nevertheless it does not seem quite futile to utilize the idea of a 
mosaic membrane in an effort to adapt the model better to the j)hysioli)gical 
circumstances. First, allowance must be made for energy derived in the 
case of physiological material from metabolism. In atldition, it should be 
considered that natural jjlasma membranes, instead of bidng built up by 
such inflexible material as collpdion, actually are composed of many sub- 
stances of great diversity of physical and chemical nature, and so are not 
unlikely to possess mosaic properties. These jjoints have been particularly 
emphasized by S. C. Brooks, and by dlir.imll 

As to the first point. Brooks has prop[)sed the following way U) introduce 
the factor of energy supply into the exploration of ion accumulation in 
model experiments. The ‘'inside” of the mosaic membrane is placed in 
contact with II and HCO3 ions, the most common products of res])iralory 
metabolism continually arising inside the cell in excess, and thererore 
tending to pass the meinbrane, the II ions across the calionpermeable areas 
of the membrane, IICO3 correspondingly across the anioiiperineable. In 
addition, K and Cl ions are distributed from the beginning of the experiment 
“inside” and “outside” in approximately equal concentrations, analogf)us 
to the formerly (p. (iSO) described experiment of Netter. Then, if single 
selectively anion- and single selectively cation-])ermeablB area.'t were electri- 
cally segregated fj*om each other, simultaneously with the escape of II and 
HCO3, K and V\ would be accumulated inside. But under ordinary 
conditions, i.e., without such insulation of the cation- and anion-permeable 
areas, such an accumulation of K + Cl could not persist, because, according 
to Fig. 64, it would be annihilated by the electric currents. However, the 
question can be raised whether a continuous and abundant supply of 
metabolic II and II CDs would not ovcrcompcnsate the return of K and Cl 
and thus produce a steady state of aecmrivlation. 

As to the second point, the coinplexity and the flexibility of the plasma 
membrane, the evidence presented by Steward and lloagland should be recon- 
sidered (pp. 592ff). They found, especially with reactivated j)ot at i> discs ami 
with growing barley rof)ts, that with rise and fall of O 2 consumpiioji and Cl)-- 

S. 1’. Brooks, Protoplasnia, B: 38.*), l.Oli,'); Tr. Faraday Sor., 33: IDUii, 1937. 

286 Wilbrandl, Ergcbn. d. Physiol., 4D: '^04, 1938; see also G. E. Briggs, Proc, Roy. Sou., 
London, B 197: 248, 1930; 108: 317, 1931. 
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produi’tioii, in other words, with corresponding changes of H and HCO3 con- 
eciilrations, tlie accumulation ratio for salts increases and decreases, eventually 
to zero, tliat the accumulation of Cl, evoked at first in Nitella by illumination, 
vanishes again in the dark, which renders O2 unavailable (chap. iil). Further, 
the rate of accuinulatioii is high with Cl, llr, NO^, low with S() 4 , and high 
with X, lower with Na and still lower with Ca. This would be in agreement 
with the numerous obscrvalions on artificial and natural membranes, showing 
that the penetrating power of Cl surpasses that of SO4, and that of K is greater 
than that of Ca. But, iu addition, it has been observed that the rate of metabo- 
lism also depends upon the ions present; the metabolism being stimulated by 
K, depressed by Ca, and also variously inodified by anions such as NO3 or Cl 
or HCO,.^8« Th ese findings may be accounted for as owing to the strnetnral 
flexibility of Ihe natural plasma membrane, mediated by its colloidal com- 
ponents, and at variance with the behavior of the inflexible collodion membrane 
in the model experiment. Further, such a flexibility would possibly be 
signified by a deformation of the pore diameters in a sieve struetnre, also to a 
change in the thickness of the membrane, both of whirh would produce an 
increase or a decrease in the potential drop across the membrane. 

4 . IMo del Experiments Concerning the Active Transfer of Water, — 
The iinpnrtaiii jiroblein of active transfer of water against its concentration 
gradient, which has been touched upon on many occasions in the previous 
iliseiission, esjiecially in connection with ijic transport of solution by the 
intestinal wall, by the kidney tubules, and by the various membranes of the 
body surface, may svvm to have been unduly neglected so far; and also here 
the discussion will be confined to the description of model experiments 
il eating with active transfer of water through electrical forces, developed 
in artifieial membranes ami manifested as clectroosniosis. Physiological 
Iransjiorl td‘ water, in general, is a very complex pbenomciion, the thorough 
analysis of which leads to the distinction and evaluation [if a series of 
factors, ill jiart conceivable as a jiassive penetration along gradients of 
hydrostatic or osmotic or eolloidosmotic pressure (also controlled by the 
dilfusion rates of the solutes), in pari controlled in a somewhat unilefined 
manner by the action of ciidocrines (especially the pituitary gland and the 
a[l renal glaml), but in part also definitely a clear-(!ut active transfer by 
glanils, where the secretion pressure has been found to exceed the arterial 
pressjire. This became especially obvious in studies upon the iiglonuu'nhir 
kidney (p. 5G9; further p. 570), where the ureteral pressure seems to be four 
to five times higher than the pressure in the kidney capillaries.^^* Possibly 
the physicochemical conditions for such an accDinpUshment arc comparable, 

F. C. Stewaril anti fi. J’rt'stcm, Flant Fliysiol., 16: 23, 1.940; 1). R. TTtmgland and T. C. 
Broyer, ihid.^ 11: 471, W. O. Fpnn and D. M. Cnbh, J. fien. Fhy.sinl., 17: B2D, 1.934; 

A. H. Hegnauer, W. O. Frnn, anrl 1). M. i’nbb, J. FpII. & (^ornp. Fliysiol., 4: 595, 1934; Am. J. 
Physiol., 112: 41, 1935; II. Liintleganlh, Biochem. Ztsi-hr., 29D: 194, 1937; II. LundegtlrdlL Tnd 
H. Burst rojii, Planta, IB; BH3, 1.9.33. 

Sop, however, f. W. Farr and K. Sollner, -I. Gen. Physiol., 27 : 77, 1943; K. Sollner and 
P. W. Beck, i&it/., 27 : 451, 1944. 

2 ®® H. N. Bieter, Am. J. Physird., 97; BH, 1931. 
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to some extent, to those established in models .‘irniii^ed to illustrate “anoma- 
lous osmosis.” 

During the last three decades, it has become increasingly obvious that 
the phenomenon of “anomalous osmosis,” discovered about IDO years ago 
by Dutrochet, is caused by superimposing electrical forces uj)[)n the [)smotic 
forces acting in normal osmosis. This could be antici])ated already from 
numerous observations by Thomas Graham and others that anomalous 
osmosis in general is bound up with the presence of electrolyte solution. 
In anomalous osmosis, the fluid movement across the pores of a membrane 
separating an electrfdyte solution and water (or two electrolyte solutions 
of different concentrations) is either unexpectedly great or small with 
respect to the osmotic strength of the solutions, or it is even reversed in 
direction resulting in “negative osmosis.” More specifically, it was found 
that, with solutions of equivalent concentrations, the rate, as well as tlie 
direction, of osmosis differed from one electrolyte to another. According 
to the investigations of Girard, Bartell, Loeb, Freundlich, Sollner,-^*’ anil 
others, two factors are of outstanding importance; first, the lirpiitl junction 
potential (E-potentlal) between the two solutions, which are in contact 
with each other across the pores of the membrane; and, second, the electro- 
kinetic potential [f -potential) b^'tween the capillary walls of the membrane 
and the movable solution filling the pores (see chap. 18), The height and 
the direction of the E-potential vary according to tin* electrolyte concen- 
tration and the nature of the electrolyte, particularly ils transfer numbers u 
and V in free solution, to the sign of the charge of the pore walls and the 
charge density, and to the size of the pores; these factors, in their combi- 
nation, allow the ions to penetrate freely the membrane, or restrict their 
movement toward a selective cation or anion penetration (p. 317). The' 
j'-potential depends upon the electric charge ilue to the nature of the 
membrane material and upon the relative adsorbability of the cations and 
anions of the electrolyte present, the cations being more ailsorbed by a 
membrane carrying a negative charge, and the anions by one carrying a 
jiositive, and polyvalent ions having a stronger influence on the j'-potential 
than monovalent ones (see p. 303). The result is the formation of a 
Helmholtz double layer, whereby the charges of the one layer are seated 
in the surface of the mobile fluid vein, so that, due to the E-potential across 
the membrane, and according to its direction, an attraction or a repulsion is 
exhibited toward the fluid vein. This, however, in itsedf, is not enough to 
bring about an electroosmotic liquid movement. Electroosmosis requires 
the continuous flow of an electric current, that means the existence of a 
closed circuit. Therefore, if electroosmosis occurs, a closed circuit must 


Girard, Compt. rend. Acad. d. sc., 14B, 14B, 150, 163: 1008-1011; F. F. Uartell and 
eo-wcirkc^rs, J. Am. Gbcm. Soc., 35: 540, 1014; 38: 10(^0, 1016; 44: 280, 1022; J. I’hysic. Fhem., 
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exist. If all pores would be electrically identical, then obvio\isly no current 
cf)uld flow. However, if different pores have different electric charac- 
teristics, e.g., due to their different sizes, then they yield different potentials. 
These |)otentials, according to Michaelis, 
may viiry from the free diffusion potential 
to the membrane potential found with 

selectively anion- or cation-permeable mcm- X Z i Z 

hran., (p 3)7). Pares yiel.line .liffen-nt W/X\ 1 CiHCI 

pore potentials, according to Sollner, must V/////A 

act upon each other, and small electric ±X-Z^^^ ^ 

currents must circulate thr[)ugh neighbor- . 4 _±_T_±_-it — 

ing pores, the higher electronit)tive force of 

one pore enforcing an electroosmotic fluid 

shift in the other, and in a direction dictated Co> C; 

by the electric charge of the fluid vein. , , . , i 

• ■ • 1 • 1-1 1 ' 1 oncoming lln‘ theory of 

J his sit uation is depicted in the schemes, , i 

^ ’ positive aiioniiilou.s nsinosis. 

Figs. 65 to 67, after Sollner. 

Figure 65 portrays two pores of a sieve membrane separating two 
solutions of HCl with the concentrations C,, and (\[Co > Cj). The narrow 
upper pore is cationpermeable only; its wall substance (collodion) carries 
negative charges arranged in opposition to jiositive charges (IT ions) of the 


-h 4- 


Fig. 1)5.- Ton corning lln‘ theory of 
positive aiioniiilou.s D.sTnosi.s. 


Ci Li Cl 


-h 4 


H- -H-4 -I- -1- 


-I- -♦--I- 4-H- 


CoLiCI 


Co>Ci -I 


-h-t + 4 4 + 

+ -+- + - 

CoHCI \ 


Co>Ci 


444+4+ 


4 — 4 — 4 — 

- 4 - _+ - 4 w + & 

■"4‘-+ 


4+44 4 + 


Fig. B6. — Concerning the theory of Fig. (57. — r.oneeriiing the theory of 


negative oaiiioais. 


negative osmo.sis. 


electrical double layer, whose charges are partially fixed by electrostatic 
forces, partially movable. The potential across this pore is positive 
and high, due to the mobility of II ions (+£). The lower pore permits 
penetration of anions as well as cations, the potential has the same sign as 
in the case of the upper pore ( + e), but is lower, i.e., it approaches that of 
free diffusion. Therefore, since +E is greater than +e, a driving force 
exists, which compels the liquid vein, with its electropositive surface, to 
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move in the direction of the positive current (dottetl arrow), and thus 
increases the conventional osinidie flow associated with the concentration 
ciiffi'renre (\ — f This is known as pofdlive anomalous ofimosis, 

Fifjiires 6B and G7 ])ii‘lurc cases of 7\egat\vc osmosis. According to 
Fig. 6G, this can he luoiight al)out hy the diffusion of LiC"l from the higher 
cfJiieentration {\ to ihe lower fV In this case vci > Wiv, the wider pore 
(below) becomes the seat of the negative liLpiid junction ptjteiitial — 
while the upper pore, be(;ause of its narrowness and the ru'giitive charge 
of its wall, a coinlitioii favoring mobility of cations only, gives a low mem- 
brane ])oteiitial +c. Therefore, ihe higher potential —K enforces electro- 
osmosis in the upper pore, directed from V-o to Hi. 

Finally, F^ig. 67 shows a scheme for negative osmosis, where HCl diffuses 
through a positive membrane, the lower pore, compared to the upper one, 
favoring to some extent the passage of anions, and therefore displaying a 
somewhat smaller positive jjoteiitial ( + c). 

Some further comments are required ri‘garding details, which have been, 
or will be, found to be inijjortant for further experimental progress in this 
field. 

First, anomalous osmosis is associated with the presence of appropriate 
electrolyte concentrations, as appears clearly from the well-known figures 
of Loeb,^'’“ illustrating his experiments with collodion membranes. This 
effect, approximately equal to FI X f can apj)roach zero, as E with low con- 
centrations, f with high, apj)roximate zero. In many experiments, concen- 
trations bt‘tween m/16 and m/l!^8 have been found to give gratifying 
results; beyond that range, only normal osmosis occurred. 

Second, in securing clear results, very much depends upon suitable 
membranes. In the case of collodion membranes, enormous differences in 
electrical properties can be proiluced by ‘"activation*’ through certain chemical 
manipulations.^-'^ Furthermore, the rigid collodion membranes can be 
better adapted to ]>hysiological purj)oses by impregnating or coating with 
colloiilampholytes (gelatin, albumin, hemoglobin). In this way they 
become sensitized to the influence of ions, particularly of ions which, like 
n, or like certain polyvaleiiL anions, are products of metabolism. Thus, 
tlie ]'-polentials can be changed, and indirectly the E-potentials, the latter 
also eventually being decreased or annihilated at the isoelectric point of the 
[‘olloi[lamplu)lytes. F^or instance, the protamine salmine,^®® with an 
isoelectric poinl of pH 12.0 to 12.4, is useful for preparing very active 
electropositive collodion membranes, which maintain a definite positive 
charge at acid reaction, and even at the alkaline reaction pll 8. Colloid- 

2‘»M.Lueb, J. Ueii. rhysinl., 2 : 17^ 387, 1920. 

K. Sollner, pI. Abrams, and V,. W. T’arr, J. (icn. Physiol., 24 ; 4fi7, 1941; 26 : 7, 1941; 
25 : 17, 194'i; further, L. Mirhaclis and W. A. Perlz^^ ibid., 10: 575, 1927; W. Wilbrandt, 
ib[d., 18: 933, 1935. 

K. HersL-h, PflUgcr’s Arch, f, d. ges. Physiol., 193: 198, 1921; J. Locb, J. fien. Physiol., 
6: 89, 109, 395, 1922; see, further, p. 318. 

I. Abrams and K. Sollner, J. Gen. Physiol., 25: 399, 1043. 
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ampholytes, due to their properly of shrinkiuf^ and swelling, may also 
change the pore diameters, according to the ions present, and thus modify 
the anomalous osmosis. 

Third, of greatest significance for the physiological pr[)blem in question, 
i.e., the transport of water, considered as a ]K)sitive or a negative electro- 
osmosis, is the time factor. Jt has been noted by Loeb and others that, with 
a series of different electrolytes, the optimum time for observing anomalous 
osmosis with ordinary ccdloilion membranes sindi as he made use of, is about 
twenty minutes after the beginning of the experiment; later, the phenome- 
non becomes less and less conspicuous, ilue to 
diffusion of the electrolyte across the mem- 
brane. Jn addition, the electroosmotie current, 
if it is directed along the difl'usion gradient, 
contributes to equalization of the concentra- 
tions on either side of the membrane, since a 
shift of ions is necessarily associated with the 
electroosmotie shift of water. As in the jjrevi- 
ously discussed case (p. 6l£2), there arises 
again the crucial question of the accumulation 
of ions, i.e., whether such m oriel exjjeriments 
are of any value as long as it has not been 
satisfactorily deleriniiied how or whether the 
electroosmotie shift of water can be made con- 
tinuous by a metabfdic energy suj)ply. This 
problem will be discussed after reference to one 
of the few quantitative (‘xperiments, which have 
so far been performed to test the theory. 

The set-up was made as shown in Fig. RS. 

Stable precipitation membranes of niagnesiuin 
silicate were formed in parchment test tubes, 
they were filled with 0.01 m. Li Cl and fixed in a bi'aker containing 0.1 m. Li Cl. 
The electrical charge of the membrane substance is negative. The wiilth 
of the pores in membrane I is large, compared to those of membrane 11. 
Then, the behavior corresponds to the scheme in Fig. BR. The .E-potential 
of I is 16 mV; of 11, near to zero. Therefore, a positive electric current 
circulates from inside 11 by’ way of the agar bridge to inside I, and back 
outside from I to 11 (solid arrows). Further, potential 1 l)eing greater than 
II, an electroosmotie current of positively charged fluid is forced through 
II from outside to inside, indicating, by a rise of the meniscus in capillary 
IC a negative osmosis (dotted arrow). The rise in th(‘ i‘X])eriment was not 
more than 4 inm. due to several unfavorable (tliougli well controlled) 
conditions, chiefly to that, instead of one meinhrane, enntaiiiing closely 
spaced pores of different widths and thus influencing each other over a very 
small distance, two membranes had to be employed, one providing the 

Sollncr and A. Grollman, Ztsulir. f. Eleklrorhemir, 38: 



Fig. liH. Dpvir e l'(jr int'aHiiriii^^ 
anoiiinlrius osiiJ[)sis. 
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electromotive force, which drove the fluid by electroosmosis through the 
other distant one. But the position of the meniscus was found to be 
constant for more than one hour, and when it finally fell, it quickly regained 
its level after the beaker and the tubes had been refilleil, i.e., after restitution 
of the concentration gradient, which otherwise vanished quickly at the 
wide membrane 1. That the maintenance of the position of the meniscus is 
due to the circulation of the cloctroosmotic current, was proved by the fad, 
that the meniscus fell immediately, if the current was interrupted by closing 
the agar bridge at its left end. 

Returning now to physiological studies, it may be recalled that 7D 
years ago, Engclmanii'*^® suggested that fluid transfer in absorbing and in 
secreting organs is of electro osmotic origin. However, about 20 years 
later this hypothesis was rejected by Reid^^® on the basis of his own well- 
known experiments upon the shift of water across diaphragms of surviving 
frog skin and mammalian intestine (p. 552). Ilis main objection was 
that purely secreting membranes often exhibit electric currents in the same 
direction as the absorbing membrane. But, in the meantime, much progress 
has been made, particularly concerning the elcctrophysiology of the cxcisctl 
frog skin, which has rendered promising an effort to correlate the electrical 
and the mechanical properties (water transport) of this material, which by 
its stability provides better conditions for such a task than any other 
material. 

The resting potential of excised frog skin, mounted between two samples 
of Ringer solution and provided with oxygen, can be maintained fairly 
constant over several hours, the inside being electropositive, the outside 
negative. Hypoxia or anoxia decreases the potential, often reversibly. 
The same effect is brought about indirectly by adequate doses of KCN, 
Na 2 S, or Therefore, the normal frog skin potential can be believefl 

to be the result of the respiratory metabolism of the living organs. This 
conception has been substantiated by investigations of the influence of 
bromoacetatc, lactate, and cyanide. With bromoacctate (resembling 
iodoacetate) the normal carbohydrate breakdown is interrupteil in such a 
way that the production of lactate stops. This does not affect the 
potential so long as the supply of lactate in the skin remains; however, when 
it is exhausted by tissue oxidation, the potential falls off, but can be restored 
by adding more lactate. KCN finally depresses the potential, irrespective 
of the presence of lactate, O 2 , and bromoacetatc. It may be concluded that 
oxidation of sugar is somehow connected with the electrical activity. 


29B^ Engelraann, Pfltiger’s Arch. f. d. ges. Physii)!., B: 97, 1H72. 

*96 E. W. Reid. British Med. J., 1: 1894; J. Physiol., 2B: 43G, 1901; Philos. Tr. Hoy. 

Soc., London, B. 192 : 211, 190D. 

*9^ E. J. Lund, J. Exper. Zool., 61: 2R5, 291, 1928; W. L. Francis and R. J. Pumphrey, J, 
Exper. Biol., ID: 379, 1933; W. L. Francis, ihifl., 11: 35, 1934; A. B. Taylor, J. fell. & fomp. 
Physiol., 7 ; 1, 1935; E. Huf, PflUger’s Arch. f. d. ges. Physiol., 295: 655, 1935. 

*96 E. Huf, loc. cit. 
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Tt<‘^jinliiip the need of energy supply for keeping up the potential, it should 
be mentioned that various narcotics, known as depressants of metabolism, 
have been found to decrease reversibly the skin potential even to zero^®® 
(see chap. 23, subchap. 2). 

But, not only the potential of the skin is dependent upon oxidation 
of sugar, but also, as followed from the corresponding effects of the 
aforementioned chemicals, its mechanical activity in pushing water from 
outside toward the boily fluid, even against a hydrostatic pressure of 2 to 
4 cm.“““ Simultaneously with the water, a shift of Cl occurs, which, as 
noted previously (]). 580) is influeiiceil by the same compounds as the shift 
of water. 

Now, ill order to analyze this machinery, its components must first be 
located in the various strata of the skin. In general, it is believed that the 
layer of surface epithelium is the active part. In particular, the electrical 
activity has been assigned to this region. According to Amberson and 
co-workers, the frog skin potential is the sum of three potentials. One 
located in the outside layer is the skin potential proper. It disappears, 
when the skin is killed by placing it for a short time in an acid solution 
(about 4). The other two are observed with the dead skin^ when it is 
bathed in two salt solutions of different concentrations. One of these is a 
simple diffusion potential, the other is like the potential of a protein mem- 
brane, which above or below its isoelectric point (about pH 4.5) is more 
permeable to cations or to anions (p. 319). Other reasons for assuming that 
the layer of the living epithelium is the active part are based upon the often- 
noted observation that, in order to affect the potential with ions or narcotics, 
smaller doses or a shorter exjjosure arc required to bring about the change 
from the outer surface than from the inner surface. 

Thus, in summary, it appears, first, from the physiological experiments, 
that a correlation exists between the transport of water, the electrical 
activity and the metabolism; second, from the physicochemical studies, 
that a model membrane of a certain porous structure, bathed in two electro- 
lyte solutions, has the power to produce electromotive forces, which can 
drive an electro osmotic current across the membrane as long as the two 
electrolyte solutions do not reach diffusion equilibrium. As a matter of 
fact, the last-describefl model experiment (p. 627) has shown that the 
electroosmotic transport can be maintained, if care is taken to re-establish 
the decreasing osmotic imbalance. Therefore, the essential pli\ 'iulniiiciil 
problem is how, in the surviving skin, the persistency of the osmotic imbalance 
is guaranteed. A preliminary solution may be sought in the following, 

2B9 W. L. TVaniis and R. J. Pumphrey, loc. di.; E. J. Boell and A. B. Taylor, J. Cell. & 
Comp. Physiol., 3 : 356, mSS; further, W. Reid, loc, cii. 

E. Huf, PflUger’s Arch, f . d. gcs. Physiol., 236 : B55, 1935; 235 : 1 , 1935; 238 : 97, 1936. 

W. R. Amberson and TI. Klein, J. Gen. Physiol., 11: 823, 1928; M. Sumwalt, W. R. 
Amberson, and E. M. Michaells, J. Cell. &. Comp. Physiol., 4: 49, 1933; M. Suiuwalt, Biot 
Bull., 6B: 193, 1929. 



[>30 PASSIVE PENETRATION AND ACTIVE TRANSFER [Sec. 8 

which is similar to a previously proposed answer (p. 622). The skin 
epithelia are the site of oxidation of sugar, and, therefore, the site of a 
permanent production of H and IICO3. A concentration gradient of these 
ions, directed from the interior of the cell to the exterior, can be visualized 
as permanent, if removal of the ions is insuretl by the tissue fluid in the 
deeper strata of the skin. The epithelial layer, then, may be pictured, e.g., 
by a scheme like that of Fig. 67, the wider pore possibly comparable to the 
plasma membranes of the epithelia, the narrower pore to the intercellular 
cementing substance, the right side of the scheme representing the deeper 
subepithelial layers of the skin, the left side the metabolizing stratum of the 
epithelial bodies. Then, the higher potential -\-Ey due to i/h > ?^iino 3 , 
would indicate the positive potential ordinarily led off from the inner 
surface of the skin, which causes the negative osmosis to go from the outer 
surface of the skin toward the inner surface. But, of course, this is not 
more than a rather arbitrary and fragineiiLary aj)prnaeh to an understand- 
ing, but, perhaps, comparable to the more specifled approach t)f correlating 
chemical and mechanical work hi muscle, which has loeeii mentioned before 
(see p. 521). 

5. Supplementary Remarks Concerning the Action of the Chori- 
oidal Plexuses and the Ciliary Body. — Although a great amount of wf>rk 
has been done in order to clarify the forces involved in the production of the 
cerebrospinal fluid and the aipieous humor, no final standpoint has been 
attained. However, it apjiears highly probable that secretory action is 
responsible for the formation of these products by the chorioidal plexuses 
in the brain and the ciliary body in the eye. This assumption is supported 
by numerous, though still controversial, findings regarding the composition 
of the blood fluid, compared to its ultrafiltrates and to the fluids in question; 
the gradients of capillary, colloidosmotic, and Doiiiian pressures; the 
penetration of these organs by solutes, particularly by dyestuffs; the 
histology of their surface-epithelial cells, and the changes in their vacuoles 
and mitochondria which follow the injection of parasympathetic drugs; the 
respiratory metabolism and the effect of metabolic poisons. The incon- 
clusive results are due widely to the location, to the small size and irregular 
form and the complicatefl vascularization of these organs, and to their 
extreme sensitivity to insults, especially in the case of the eye. In the 
experiments, which will chiefly be referred to here as a supplement to our 
other discussions about active transfer, a simplification of the experimental 
conditions has been attempted by studying the freshly excised organs. 
The ciliary body was removed from tlie enucleated eye of rabbits, guinea- 
pigs, and cats, the chorioidal plexuses from the brain of pigs. Both prepa- 

Sec the reviews of F. Plaut, Handb. norm, und pathol. Physiol., 10: 1179, Springer, 
Berlin, 19St7; M. Baurmann, ibid., 12; 131.9, 1931; L. B. Flexner, Physiol. Rev., 14: Kil, 1934; 
J. Biol. Chem., 121: 615, 1937. 

J. S. Friedenwald and R. S. Stiehler, Areh. Ophth., 20: 761, 1938; R. 1). Stiehler and 
L. B. Flexner, J. Biol. Chem., 126: BUS, 193H. 
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rations were laid flat on a glass plate and moistened with Ringer, and thf? 
distribution mainly of basic or acidic dyestuffs was studied under the 
microscope. Their solu Lions were provided to the stroma directly or 
indirectly by a preceding ijitravascular injection, and to the epithelium by 
placing the edge of a piece of tissue in such a way on the glass that the 
epithelial cells could be br[)ughL in immediate contact with the dye solution. 
With both preparations, the authors came to the conclusion that the basic 
dyestuffs move in the surviving organs from the stroma, across the basal 
membrane of the cjntlieliiini, into the epithelial cells, the acidic dyestuffs 
in the ojjpositc direction, or, in other words, the colored cations ^pass in one, 
the colored anions in the other, direction. But, it must be said that the 
short descrii)iion, omitting details, leaves some doubt as to an unquestion- 
able demonstration of this shif In the first place, the satisfactory condi- 
tion of the material se(‘m.s open to question in view of the low viability of 
mammalian secretory epithelium. Moreover, it seems hardly possible 
not to encounter difficulties in the interpretation, arising from the strikingly 
different staining power of basic and acidic dyestuffs in general, which 
are the result of the greater adsorption of basic dyes to proteins, 
and the lipf)id solubilily of the basic contrasted with the minor importance 
of this property in the acidic dyes, lii addition, the individual dyestuffs of 
each group differ with regard to the more diffuse or more differential dis- 
tribution inside the cells, and they differ with regard to their capacity to 
permeate the living cidls. 

However, if the interpretation of the microscopic localization of the dyes 
as indicating an o])posite movement of cations and anions be adopted, it 
appears a reasonable conclusion of the authors to postulate an electric 
force not only to distribute the dyestuff ions, but also to establish an 
electroosiiiotic stream of fluid into the ventricles of the brain and into the 
anterior heinisjdiere of the eye bulb, respectively. 

In searching for the source of energy, the respiratory metabolism of the 
chorioidal plexus and that of the ciliary body were studied by estimating the 
free energy of oxidation, or, more specifically, by determining the oxidation- 
reduction potential with a series of redox-indicator dyes, which were intro- 
duced into the stroma and the epithelium of the tissues, and the bleaching 
of which was observed under the microscope. Under aerobic conditions, 
the redox pot[‘ntial in the epithelium of the ciliary body, for instance, was 
found to be +D.1 volt, in the stroma — D.13 volt (referred to at pH 7; 
chap. 4, see p. 74). After the preparation had been asphyxiated in 
nitrogen, the i)otential difference between epithelium and stroma disap- 
peared; ff)r instance, the potential of both epithelium and stroma decreased 
to — l).2l) v(dt each (as indicated, e.g., by the beginning reduction and 
decoloration of injected safranin). 

But, after, several years ago, on tne basis of a correlation between 


See also the illustrations, Fig. 1, in the paper of Friedeiiwalii and Stiehlcr, loc. cit. 
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the biopotentials of plant tissues and their respiration, E. J. Lund®“^ had 
come to the conclusion that the currents drawn from the surface of plant 
roots are due to oxidation-reduction potentials, such interpretation often 
has been rejecteLl’’“® for the reason that an oxidation-reduction process is 
accomplished by a transfer of electrons, and electrons happen to be con- 
ducted only along a metallic pathway, but not along a nonmetallic pathway, 
like a physiological membrane, which, like water, can be a carrier only of 
ions (see Sec. 6, chap. 26). However, it also has been questioned, whether 
this objection is valid for all distances, since, obviously, it is not true within 
molecular distances; and, for this reason, more recent studies regarding the 
conductance of artificial precipitation membranes, which so frequently have 
served as models for many kinds of natural membranes, may demand special 
attention. In 1867, Becquerel discovered the following phenomenon. A 
test tube, which has received very fine cracks, is filled with a solution of 
Cu(N 03)2 and immersed in a solution of Na 2 S. After some time, at the 
inner surface of the tube, there appear precipitations of metallic copper, and 
at the outside the liquid becomes dark-yellow from the formation of ptdy- 
sulfides. In other words, at the inside reduction, at the outside oxidation, 
takes place. According to Ereuiidlich,^“^ Ostwald has interpreted the 
phenomenon in the following way: the solutions are separated by a film of 
CuS, which is formed in the cracks and which is impermeable to Cu‘^^ and 
S — . At the outer surface S — is oxidized: 2S = S“ — S“ + The liber- 
ated electrons {e) pass the film and bring about the reduction: 

Cu++ + 2e = Cii. 


Ele^troneutrality is guaranteed by the film being permeable to NO^ and 
Na"*". So far, this hypothesis may be compared to the ordinary conception 
of the effect of an oxidation-reduction system, which provides an electric 
current of ions, when two solutions of different oxidation-reduction poten- 
tials are separated by a diaphragm (a ‘^membrane of a noble metal 
(Pt, Au) and by leading off in the usual way with saturated KCl [see 
p. 64).®*’® For example: 


metallic 

membrane 


Hg, HgCl 


KCl sat, 
Fe++ 


Fe++ 

e 


e Fb++ 

Fe+++ 


' Fe+++ 


KCl sat. 


HgCl, Hg 


> Fe+++ Fe++ = Fe+++ 


It is obvious that in this scheme Fe^ ' and Fe*^ could be substituted by 
the reduced and the oxidized forms of a redox-indicator dye. 


E. J. Lund and W. A. Kenyon, J. Exper. Zool., 48: 33S, 19i27; 51 : 2B5, 1928. 
See, e.g., the last articlps in Cold Spring Harbor Symp., 1, 1983. 

Freundlich, Kolloid-Ztschr., 18: 11, 191B. 

See, B.g., I. M. Korr, Cold Spring Harbor Symp., 7 : 74, 1939. 
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But, these model experiments fail to be apt to picture the physiological 
circumstances for two main reasons. First, the CuS membrane of the 
Becquerel phenomenon, which is supposed to represent the delicate natural 
membranes, is a metallic or at least a half-metallic conductor, belonging to 
a larger group of metal sulfides and metal oxides, which likewise are suitable 
to substitute the CuS membrane in Becquerers experiment.^**® But, so far, 
there is no reason to believe that natural membranes composed of organic 
materia] behavp like metal C[)nductors or can substitute metallic electrodes. 
Second, it often has been neglected in interj)reting the Becquerel phenome- 
non, that, in order to reduce the Cu ions to metallic Cu and to oxidize S 
to S~ — S“, energy has to be liberated. According to Freundlich and 
Sollncr, this energy could be made available by a porous structure of the 
CuS membrane. It would mean that a circuit current is established in the 
membrane, one part of which, due to metallic (electronic) conduction of 
CuS, passes across its substance, the other part across the pores, which are 
accessible to the free ions Na and NO3. 

Therefore, reliirning to the studies of Friedenwald, Stiehler, and Flexner, 
it appears that the manner of interpreting their observations cannot be 
agreed upon. However, instead, another way opens, which is suggested 
by an additional set of experiments regarding the correlation between 
redox potentials and tissue activity. Applying the technique of redox- 
indicators, it has been shown that significant redox-potential differences 
(or the lack of them) become evident, wherever one compares the respiratory 
activity inside and outside single cells (amebae, ova of erhinoderms, plant 
cells, and others),®^® or at different parts of an active organ. The latter 
behavior is especially marked in '«liid\iiig the developmental onset of 
function. Thus, according to Flexner and Stiehler,®^^ the fetal chorioidal 
plexus, in its presecretory phase, displays neither the aforementioned shift 
of dyestuff cations and anions, nor any difference in the intensity of the 
indophenol blue reaction between the stroma and the epithelium, which 
would indicate a different distribution of inilophenol oxidase (cytochrome- 
cytochrome oxidase) as a sign of a gradient of respiratory activity (see 
Sec. B). In the secretory stage, on the other hand, the oxidase is limited to 
the epithelium, and is present there in a greater concentration. In addition, 
in recent studies, Frietleiiwald, et succeeiled in separating the two major 

histological structures of the chorioidal plexus from each other, and showed 

Slip JI_ Freundlich and K. Sollner Ztschr. f. Physik. [’hem., A 13B: 349, 1928; A. 152: 313, 
1931; J. J. Bikennan, ibid., A 163: 451, 1931. 

J. Needham and D. M. Needham, Proe. Roy. Soc. London, B 99 : 173, 383, 192B; 
M. M. Brooks, U. S. Public Health Repts., 36, 1923; Amer. J. Physiol., 76: 3B9, 192B; 
B. Cohen, R. Chambers and F. Reznikoff, J. Gen. Physiol., 11: 585, 1928; R. Chambers, Cold 
Spring Harbor Symp., 1: 295, 1933; further, several articles in Cold Spring Harbor Symp., 
7:1939. 

R. Flexner and R. D. Stiehler, J. Biol. Chem., 12B: B19, 1938; also J. S. Friedenwald 
and R. D. Stiehler, Arch. Ophth., 20; 761, 1938. 

J. S. Friedenwald, H. Herrmann, and R. Buka, Bull. .Johns Hopkins Hosp., 79 : 1, 1942. 
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that the cytochrome oxidase-''ii-i- -:i f system 

(chap. 27) is located almost entirely in the ej)ithelial cells. Thus, these 
biochemical findings can be correlated with tlie residls nf the redox-indicator 
method. Also it has been shown by Flexiier^'^ tliat, using the kidney of 
fetal pigs of diflPerent ages, at the presecretory stage, only a feeble and erjnally 
distributed content of cytochrome-cytochromc oxidase can be detected, 
whereas, in the secretory stage, marked differences appear between tlje physio-' 
logicallyactiveportions, the proximal tubules, parts of Heiile’s loops, tlie distal 
tubules on the one hand, the glomeruli and col lee ling duets on the other. 
All these gradations in reactivity disappear during asphyxia, just as function- 
ing is stopped in all living tissues requiring aerobic c[)nditioiis. According 
to Friedeiiwald, et the flow of water, normally insuring the turgor 

of the eye bulb, also falls off during asphyxia, a phenoTnenon strengthening 




the assumption of the authors that the shift of water is due to electro osmosis, 
somehow connected with the oxido-reduetR)ii potential difi’eren res. 

But all this suggests quite another solution of the main problem of this 
section. In paying attention to the fact that tlie energy liberated by 
metabolic reactions is utilized in different objects for various kiiuls of work, 
e.g., in the kidney for the secretion of certain stilutes in one segment of the 
tubules, for the reabsorption in another, the conclusion will be drawn that 
the result of the energy output is determined by the specific coiislruetioii 
pattern of the acting machinery. It seems clarifying that, referring to the 
previously described model experiments of Solliier (])j). B27ff), and, further- 
more, referring to the present theory of the Bccquercl phenomenon, which 
does not involve the assumption of an electron shift, the following picture 
may be offered. Dolezalek and Kriiger^^^ have demonsl rated that, if a 
circular canal is filled with electrolyte solutions, as i)ietured in Fig. 69, 
i.e., with different sectors filled by solutions containing cations and anions of 
suitable concentrations and mobilities, and in direct contact with each 
other, a circular electric current flows, detectable by a magnet suspended 
within the ring formed by the canal; in other words, cations circulate in 
one, anions in the other, direction, as long as the concentration differences 

81® L. B. Flexner, J. Biol. Chem., 131: 7[)3, 1939, 

81* J. S. Fried enwald, W. Buschke, and H. 0. Michel, Arch. Ophth., 29: 535, 1943. 

818 F. Dolezalek and F. Krtigcr, Ztschr. f. Elekirochem., 12: 669, 1930, 
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between the solutions persist. On the basis of this experiment, Sollner^^“ 
has proposed a fluid circle as in Fig. 70; a\ is a collodion membrane with 
narrow, h\ with wide, pores; au through the prevailing permeability to K, 
is the site of an electromotive force, which drives the fluid through bi 
the liquid junction potential of which is practically zero (p. 317). This 
may be comparable to the situation in a sieve membrane, which, due to the 
variety of pore diameters (pp, 233, 318), could be the site of local circular 
electric currents (pp. B21ff). If, now, a basic dyestuff is added to the solution 
inside the canal above hi ("‘stroma”), the dye cations will become visible 
below (in the “epithelium”), migrating with the electroosmotic current of 
water; if an acidic dyestuff is added below hu the dye anions will appear 
above (in the “stroma”). Dye ions, ai-i-onling to their size, may or may 
not be allowed to pass ai. As suggested previously (p. 622), the activity 
of such a system could possibly be maintained by a supplementary provision 
of suitable ions below the sieve membrane. In living tissues, such condi- 
tions would be secured by the production of metabolic ions in the epithelium, 
e.g., H and HCO3, arising from carbohydrate metabolism. 

This interpretation, then, differs from that of Stiehler, Friedenwald, and 
Flexiier in that, instead of viewing the oxidation-reduction systems as 
directly producing a current of electrons, which forces the water and the 
solutes across the blood-aqueous and blood-ccrebrospinal barriers, it con- 
siders these systems to be the source of ions, which arise from metabolism, 
and which, due to the selective ionpermcabilities of the systems, originate 
an idectric current. 

K. Sollner, Zlschr. f. ElekLrDchiiin., 36: 3B, 1D30. 
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Diffraction spectra of muscle, 459 
Diffuse double layer, 327 
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physiological, 533 
constant, 118 
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Einstein equation, 13, 15 
Fiek’s law, 7 
in jellies, 19 
molecular size and, 13 
Nernst equation, 19 
oxygen, see oxygen diffusion 
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rate and molecular volume, 534ff., 551 
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Diketopipprazine, crystal structure, 169 
hydrogen bonds in, 107 
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properties, 564 

excretion by frog kidney, 556ff. 
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physical chemistry, 263ff. 
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by liver, 699 
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glass, 66 
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silver chloride, BU, 85 
Electrokinetic phenomena, 83ff., 327ff. 

potentials and membrane potentials, 
327ff. 

Electrolytes, diffusion of, 17ff. 

effects on solubility, 91 
Electromotive force concentration cells, 61 
diffusion 18ff., 62, 60 
hydrogen itm, 65 
membrane, 67, 60, 71 
oxidation-reduction, 72 
and temperature, 57 

Electron diffraction, ethylene halides, 28 
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Electronegativity, 105 
Electroosmosis, 83ff., 330 

in absorption and secretion, 628 
Electrophoresis, 328ff. 

Electrophoretic mobility, chylomicrons, 209 
and net charge of proteins, 13B 
Electrostriction, 140 
Electrotonus, 348ff. 

Emulsions, oil-water, stabilized by protein, 
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Enamel, 153 
End, of reaction, 29 
Energetic coupling, 437 
Energetics, respiration, 385ff. 
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enzymes, 389 

Tables XXIX and XXX, 380 
and velocity of reaction, 389 
conservation of, 46 
covalent bond, 104 
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free, 49 
heal as, 46 
hydrogen bond, 106 
internal, 46 
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utilization, 435ff. 

Enthalpy, 47 
Enzyme action, 39ff. 


Enzyme action, pH effect, 41 
substrate effect, 41 
activity and adsorption, 222 
Pasteur, 433 

Enzymes, activation energy, 386ff. 
copper, 417 
crystalline, 164 
decarboxylation, 421ff. 
dissociation, 410 
heme, 410 

inactivation by narcotics, 3P4ff. 
mechanism, 301 
monolayers of, 214 
respiratory, 307ff. 

distribution in active organs, 633 
reversible denaturation, 140 
spatial distribution in protoplasm, 221 
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Equation for muscle movement, 504 
Equations, thermodynamic, 55-57 
Equilibrium constant, 39, 56, 88 
and temperature, 55 
membrane, B7ff., 79ff. 
thermodynamic, 45-47 
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glycolysis, 251 
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conductivity, 278 
distribution of K and Na, 249 
electrical resistance, 278 
electrophoresis, 328 
glycolysis, 278 
internal conductivity, 278 
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optical properties of stromata, 275 
osmotic resistance, 251, 308 

in nonelectrolyte solutions, SOB 
permeability, influence of heavy metals, 
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of narcotics, 367ff. 
to organic ions, 337 
to water, 268 
pll effects, 247 

in nonelectrolyte solutions, 308 
species-sperific permeability, 239ff. 
static capacity of plasma membrane, 278 
stromata, 272, 294 
submicrosropical structure, 296 
f-potential, 85, 321 

Ethyl carbyl amine and Pasteur effect, 433 
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hydrotropic properties, 247 
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Fibrinogen, spreading, 210 
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Fick’s law, 7 
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penetration of, 296ff. 
specificity, 210 
thickness, 213ff. 
viscosity, 193, 199tf. 
state of aggregation (gaseous, con- 
densed, liquid-expanded, soluble), 

188ff. 

transferred, 21 Iff. 

Filopodia, formation of, 148 
First law, thermodynainu's, 46 
Fish eggs, interfacial tension, 274 
Flagellae, 148, 457 
Flavin enzymes, 412 

Table XXXIII, 415 
Fluoride and glycolysis, 251 
Force, cohesive, and physical properties of 
systems, 98 
dispersion, 110, 112 


Force, intermolecular, long-range, 109ff. 
macro molecular, 113 
Van der Waals, ll)9ff. 
and coacervatinn, 170 
and penetration of monolayers, 207 
Free energy, 49, 53, 55, 60 
Freezing of colloids, and hydration, 124 
point depression, 75, IIG 
fresh water animals, 584ff. 
marine animals, 58 Iff. 

Friction coefficient, 118 
in diffusion, 14ff. 

Frictional ratio, 17, 119 

Frog kidney, activity of the excised organ, 
5C7 

carbonic anhydrasc, 5BD 
circulation, 555 

distribution nf dyestuffs, 556, 560 
perfusion, technique, 555 
• permcjlbility of the gbuiieruli, 554 
of the tubules, 555ff. 
urine pH, 560 

skill, active transfer and metabolism, 
62Hff. 

of water and of ions, 5H8 
irrecipro[ al permeability, 5S9 
permeability to ions, 587ff. 
pt)tenlials, 319, 628 
transport of water, 271) 

Fyndulu/f, cation antagonism, 3l)t 

egg, membrane permeability to ions, 323 

Galvanic cell, 69 
Gas constant, 19, 32, 61 
iiiipcrfecl, 199 
solubility of, 88, 89 

Gastric glands, carbonic anhydrase and 
production of 1113, 601 
juice, action of the parietal cells, 599 
distribution of ions, GOf) 
mucosa, penetration of dyestuffs, 263 
Gelatin, freezing of, and hydration, 125 

infra-red absorption and hydrogen bonds, 
11)8 

monolayers, 198 
structure, 183 

Gene, chemical dynamics of, and non- 
localized electrons, 113 
Cihosts, chemical analysis, 272, 294 
electrophoresis, 328 
subniicroscopic structure, 296 
Gibbs-Donnan distribution law, 138 
Ciibbs’ equation, 188ff., 206ff. 

Gills, active transfer of ions, 586 
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Glanring angle, 15D 
firlas3 cle[‘trodp, B5, 6B 
Gliadin, mimolayers, 2D.5, 2[I3 

GlDbulilh, 163 
Glomerular filtration, 554 
Glomerulus as an ultrafilter, 554 
Glufosamine, c-rystal structure, 158 
Glufose, dimensions of tnulerule, 158 
GlueDsidos, heinolytie, as monolayer pene- 
trants, 207 

Glycogen, strurlure, 131 
Glycolysis in erythrocytes, 251, 278 
fluajaeol, solvent for organir bases. 262 

Hair, ultra strueLure, as muscle model, 464 
Heat of activation, 390 
capacity, ethane, 112 
of conibuslion, Table XXVllI, 385 
coulent, 46 

of fusion, of colloids, related I o hydration, 
124 

sublimation, and molar cohesion, 1 1).9 
Heavy metal effects, 304tf., 307 
Heme enzymes, 419 

Heines and enzymes, absorption bonds. 
Table XXXV, 419 

Hemolysins, and monolayer penetrants, 207 
Hemolysis, 246ff. 

and lyotropic series, 25 D 
with salts, 302 

Heterodesniic compounds, 102 
Hexagonal close-parking, 153 
High frequency resistance of cells, 280 
van’t Hoff’s law, 116 
IlDfiiieisler scries of anions, 293 
and hemolysis, 250 
in intestinal absorption, 539 
of ions in plant potentials, 344 
with oils as solvents, 333 
llomodcsmic compounds, 102 
Hormones, inaetivated by adsorption, 214 
Hydration, and dielectric constant, 127 
and gelation, 128 
measurement of, 123ff. 
of membrane colloids, 296ff. 
and nonsolvcnt water, 125 
in presence of crystalloids, 125 
protein crystals, 165 
monolayers, 202 
protoplasmic colloids, 296ff. 
and unfrozen water, 124 
and viscosity, 128 
X-ray diffraction data, 129 


Hydrocarbons, aliphatic, crystal structure, 
155 

as narcotics, 358, 301 
pnlyiyclic, in mixed monolayers, 204 
Hydrogen electrode, 60, 65 
ions, dcleriiiination of, 65 
eiizynics and, 41 
proteins and, 81 
mobilization, 4l)8ff. 

Hydrophilic colloids, 293ff. 

precipitation and dehydration, 299 
Hydrophobic c[)ll[)ids, 393 
Ilydroqninone, 73 

Ilydrotropir* (-lyotropii-) properties of ions, 
247, 293ff. 

Ilydrotropie (-solubilizing) properties of 
ions, 336 

Hydroxyl group, molar cohesion, 109 
Impedance, 280 

Infra-red absorption, and hydration, 129 
Injury potentials, SlOff. 

Insulin, adsorption, 215 
crystal structure, 165 
disc-shaped molecule, 131 
monidayers, 199ff. 

Interfnrial tension, nonpolar-polar ions, 
337-339 

of protoplasts, 273 
Interionic attraction theory, 87 
Internal conductivity of cells, 278 
energy, 45 

Intestinal absorption, 531ff. 
of ainino-Hcids, 559 
of anions and Hofmeister series, 639 
as diffusion, 533ff. 

inhibitory and accelerative substances, 
548ff. 

of non electrolytes, 533 
poisonous influences, 544, 548ff. 
of salts as an active transfer, 542ff. 
of sugars, 544ff. 

transcellular or intercellular, 540 
membrane, absolute and relative im- 
permeability, 537 

bilateral movement of solutes, 537ff. 
permeability to colloids, 541 
as a sieve and as a solvent membrane, 
534ff. 

Ion atmosphere, and calculation of charge 
from electrophoretic mobility, 138 
relaxation of, 122 
pair effect, 390 
Ionic strength, 87 



ms 


SUBJECT INDEX 


Ipns, adsorbed by monolayers, gOB 
adsorption and hydration, g.OO 
antagonistic effects, gf)0ff., B05ff. 
colloid theory of their influence, g99ff. 
diffusion, 17ff., 62 
effect on hemolysis, 302 
hydration, 299 

hydrophilic-hydrophobic, 336 
hydrntropic properties, 336 
influence on plant potentials, 341 
inorganic, distribution in plant cells, 244 
membrane distribution, 21, 68, 79, 

25211.. 52511. 

organic, physiological effects, 247, 335ff., 
699 

organ ophilic-hydrophilic ions, 336 
valency and physiological effect, 290ff., 
SOSff. 

Iron nerve model, 353 

oxide gels, anisotropy, 169 
Isoelectric point, 83, 85 

and charge of protein ions, 138 
Isomorphism, paracrystals, 168 

K distribution, erythrocytes, 249 
muscle, 253. 317ff. 
plant cells, 244 

Kerasin, crystal structure, 156 
Keratin, 174, 182 

as muscle model, 474 
Kctoimino group, molar cohesion, 109 
Kidney, active transfer of water, 567ff. 
aglomerular, 667ff. 
chick embryo, 569, 616 
clearance determination, 578 
filtration, 554 

oxi dor eduction potentials and function, 
634 

passive penetration of the tubules, 557ff. 
permeability of the tubules, 65Bff. 
reabsorption by active transfer, 559ff., 
eieff. 

secretion of diodrast, 571 
of dyestuff, 2S4 
of hippurane, 571 

of nonpolar-polar compounds, 566ff. 
tubules, activating and inhibitory sub- 
stances, 5B2 
work of, 55 

Kinetics, chemical, 23-44 
Krebs cycle, 425ff. 

Laccase, 418 

Lactic acid in muscle, 515 


/B-lactoglobulin crystals, 12B, 1B5 
Laminaria, ionpernieability, 324 
Lattice point, defined, 149 
Layer line, 150 

Lecithin, crystal structure, 156 

monolayers, digestion' by snake venom, 
211 

in nerves, 351 

stabilizes protein membranes, 209 
Lpcithinasp, 351 
Leptoscope, 277 

Light, influpncB on permeability, 251, 345 
Lilicnfeld rayon fiber, structure, 179 
Linear polymers, crystal habit, 145 
Lipids, crystal structure, 155 
emulsions, structure of, 169 
monolayers, 195 

Lipoid, acidic and basic character, 234 
effect of ions, 301 

in plasma membrane, 272, 276, 297 

solvents, 358 

theory of narcosis, 356ff. 

Lipoid-sieve theory, 234ff. 

Lipoid solubility, 231 

of acids and bases, 250ff. 
of dyestuffs, 2B3ff. 
and pharmacological action, 207 
Lipoproteins, 296, 298 
Liquid junction potential, 18, 62, 70 
Liquids, X-ray diffraction pattern, 151 
Liver, dyestuff secretion, B07ff. 
permeability, 69Bff. 

secretion, inhibition and acceleration 
by organic compounds, BOO 
“Lockerstellen,” 111 
Lubrication, 187 

Lyotropic series of ions, 251), 293ff., 333, 344 
see also: Hofineister series 
Lysolecithin, 352 

Macromolecules, shape in solution, I29ff. 
Magnesium narcosis, 369 
Marine eggs, electrical resistance at various 
AC frequencies, 282 
interfacial tension, 273 
permeability to electrolytes, 252, 323 
nonelectrolytes, 241 
Mass action law, 23, 29 
Membrane, collodion, 70, 78, 79, 317ff., 3B6, 
624ff. 

equilibrium, 67, 79 
collodion, 254 
muscle, 254ff. 
nerve, 258 
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Membrane, pnlarizatinn by electric currents, 
347ff. 

potentials, B7ff. 

and electrukinetir potentials, 327ff. 
and electro valence of proteins, 188 
and hydrotropic series, 318, 8i28 
influence of 319 
of organic ions, 335 
and ion adsorption, 335 
of mosaic membranes, 5^1 
in plants, 343 

theory of bioelectric potentials, 315ff. 
Membranes, 187ff. 

asymmetry potentials, 343 
and bitnolecular Aims, 203 
in diffusion technique, 11 
electrical charge, 317ff. 
hydration and dehydration, 298 
ionperineability and electrical charge, 31 8 
and potentials, 317ff. 
lipoprotein, and mixed monolayers, 2DS 
pore size, 233, 23 f> 
rectifier effect, 348ff. 
as solvents, 229ff. 
transfer numbers, 347 
Meridian reflections, 172 
Metabolic poisons and active transfer, 251, 
544, 548, 55!)ff., fil2ff., fi28ff. 
Metabolism and narcosis, 31)8 
Melhane, contrasted with water, 1D6 
Methemoglobin, crystal structure, 1B5 
Methylene radical, molar cohesion, 109 
Micelle, 179 

dimension in muscle, 518 
Miehaelis-Menten equation, 410 
Miller indices, 150 

Mobility, ionic, diffusion and, 17, 20 
diffusion potential, 17, 63 
ionic conductance and, 18, 65 
salt bridge and, 04 
Molecular refraction, 231 

weight, diffusion and, 13 

from osmotic pressure, 79, 116 
of proteins, 130 
from ultracentrifuge, 15 
and viscosity of aqueous solutions, 121 
from X-ray data, 165 

Molecule, definition, essential vagueness of, 
95 

Molecules, definition for biochemical pur- 
poses, 142 

Morphogenesis, and crystallization, 145 
Mosaic membranes, 234 

as models of salt transport, 622 


Mosaic membranes, potentials, 621 
stability, 275 
Multilayers, 212ff. 

Muscle, alkalinity on stretch, 470 
alpha process, 491 
anaerobic changes, 480 
anionpermeability, 255ff. 
antagonistic effects of ions on resting 
potential, 314ff. 

A vs. I discs, 456 

birefringence in embryonic development, 
457 

cationpermeability, 253ff. 
chemical changes in, 478 
chloride, 253ff. 
space, 242 

contraction, elastic body theory, 590 
electrical theory, 472 
of 1 disc, 456 
impedance changes, 485 
osmotic pressure theory, 519 
pH changes, 483 
surface tension theory, 472 
time relations, 474 
theory, 513ff. 
delta state, 598 

economy of isometric contraction, 498 
effect of ions on metabolism, 292ff. 

of sugar solutions, 307 
efficiency, 489 
elasticity, 472 
equation of motion, 476 
exchange of cations, 398 
of ions, 292ff. 

K and Na, 253, 321, 527 
cxcitubility and ccdloidal state, 295ff. 
and ions, 289ff., 393ff. 
in nonelectrolyte solutions, 397 
nonpohir-polar ions, 349 
fatigue and “Wendungseffect, ’* 350 
fiber, transmission of excitation con 
nccted with non-localized electrons, 
113 

fibers, arrangement of, 453 
length of, 454 
force and speed, 503 
heal, effect of pressure, 491 
production, 492ff. 
and work, 499ff. 
histology, 454 

impedance, effect of narcotics, 36B 
initial heat, 493 
chemistry, 479 
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Muscle, injury potential, by nonpolar-polar 
ions, 337ff. 
by salts, SlSff. 
interfibral space, 242 
intraiibral and extrafibral ions, 253 
ionperme ability, 253ff., 23 Iff., 313ff. 

in nonelectrolyle solutions, 308 
isotonic contraction, 433 
latent period, 474 

lengthening and heat production, 502 
length- tension diagram, 47 Off. 
magnesium, 257 
maintenance heat, 434, 4.38 
and temperature, 498 
mechanics, 4B9ff. 
micelles, 4B1 
opacity, 483 

oxygen tension and respiratory rate, 383 
recovery heat, 478 
respiratory quotient, 478 
resting potentials and ioiipermeability, 
256 

by non-polar-polar ions, 387ff. 
by salts, 313ff. 
salt potentials, 313ff. 

effect of narcotics, 368 
sarcoplasm, contractility, 459 
shortening, della state, 472 
extent of, 472 
and fiber length, 454 
heat, 493tf. 
by pressure, 483ff, 
smooth vs. striated, 453ff. 
spiral structure, 455 
striaiions, nature of, 458 
submicroseopic structure, 460 
tension in stretch, 492 
temperature on, 48 S 
therm nelastic effect, 486 
velocity of shortening, 503 
volume change, 430 

changes in contraction, 481 
decrease in contra i*l ion, 520 
Myelin forms, paracrystals, 163, 273 
Myoglobin, oxygen tension, 383 
Myosin, 173, 182, 210, 462, 517 
contractile machinery, 222 
as enzyme, 480 
folding, 51 Off. 

and phosphate, 222, 481, 510 

Naphthalene, structure, 103 
Narcosis, 355ff. 

adsorption theory, 360ff, 


Narcosis, lipoid theory, 35Bff. 

and permeability, 36Bff. 

Narcotics, effect on water permeation, 270 

Nematic, 168 

Nerve, acetylcholine, 352 

action potential and permeability to K, 
321 

excitation wave a [“hemical phenomenon, 
351 

injury potentials, organic ions, 337 

stabilizing effect of alkaline earth 
ions, 314 

intrafihral and extrafibral ions, 257 
microscopical evidence of clcctrotoniis, 
353 

myelin forms, 273 
nonpolar-polar compounds, 351 
permeability to ions, 258 
phospbalides, 351 

polarization, influence of oxygen, 322 
resting potential and anoxia, 322 
and glycolysis, 322 
potentials, effect of ions, 321 
effect of organic ions, 337ff, 
sheath, submicroseopic structure, 238 
squirl, chemii*al analysis, 257 

electrical resistance of surface mem- 
brane, 27.3 

resistance during excitation, 316 
unsaturated fatly acids, 351 
Nervonic acid, 351 
Nirensleiii iiiixlurc, 234 

solubility of dyestuffs, 2D4 
Nonpolar-polar ions, 33BfT. 

Nucleic acid, in chrf)mosDmes, 184 
hydration, 123 

acids, complexes with proteins, 142 

Oil, basic and acidic properties, 332ff. 
chains, 33 Iff. 
as solvent for ions, 332ff. 

Oil-like membranes, 331ff. 

□Icate, sodium, as penetrant for monolayers, 
236 

Olein alcohol, 358ff. 

Order, of a reai'tion, 23, 26 
Organic ions, effect on membrane potentials. 
335 

plant potentials, 344 
physiological effects, 247, 335ff., 61)3 
surface activity, 337ff. 

Orientation, in fibers, methods of improving, 
173 

molecular, and dispersion forces, 112 
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Orientation, of molecules, origins, lOd 
surface, 193ff. 

Osmoregulation, 58SfF. 

Osmosis, anomalous, 270, 624ff. 
through body surface, 682ff. 
negative, B24ff. 

Osmotic CO efficients, 7S 

of linear polymers, variation with 
concentration, 132 
pressure, 75 
amphibia, 587 
of colloidal electrolyte, 11 B 
colloids, 78 

and electrovalence of proteins, 13K 
fresh water animals, 584ff. 
as index to number of parliclcs, IIB 
marine animals, 5Rlff. 
of solutions of linear polymers, 132 
and vapor pressure, 5B 
properties of fells, 229ff., 2f)7, 271 
resistance, 31)8 

of erythrocytes, 251 
and fluoride, 251 
in non electrolyte solutions, 248 
work, 53 

Ovalbumin, adsorption by multilayers, 215 
dipole moment, 139 
monolayers, 198ff. 

Oxidase, 398 

catechol, 417 
flavin enzyme, 413 
polyphenol, 417 

Oxidases, Table XXXIV, 41 B 

Oxidation in heterogenous systems, 221 
nature of, 393ff. 
semiquinoiie, 394ff. 
univalent, 394 

Oxidation-reduction coupling, 437 
potentials, 72, C3l, 633 
Table XXXVJ, 437 

Oxidative decarboxylation, 422ff. 
resynthesis, 432 

Oxido-reduction potentials as indicators of 
cellular activity, 633 

Oxygen diffusion, for aquatic organisms, 379ff. 
mobilization, 399ff. 
supply, 375ff. 
tension, muscle, 383 
myoglobin, 383 
respiratory rate, 383 
uptake during cytolysis, 220 
and narcosis, 3S2 

Pancreas, output of dyestuffs, GD2 


Pancreatic juice formation, 605 
Paracrystal structure, aqueous systems, 1 69 
Paracrystals, 167 

isomorphism, 168 

Particles, organ -specific, from cells, 142, 219 
Partition coefficient, 88ff. 
and narcosis, 356ff. 
and permeation, 231ff., 534, 558 
Pasteur effei’t, 431 
enzyme, 433 

I’atterson projection, principles, 152 
of proteins, and others, 157ff. 
Penetration of monolayers, 200ff. 

Peplide linkage, as basis of protein structure, 
134, 135 

Permeability coefficient, 229 

of colloidal membranes, 298 
to f^Oz, 271 

to electrolytes, erythrocyles, 245ff. 
muscle and nerve, 253ff., 289ff. 
plant cells, 243ff. 
glyeerf)!- and urea-type, 235 
lipoid theory, 229ff. 
and molecular volume, 231 
to Nila, 246, 252, 271 
to organic non electrolytes, erythrocytes, 

237 

to organic nonelectrolytes, marine eggs, 
241 

muscle, 242 
plant cells, 229ff. 

physicochemii'al and physiological, 525 

to polar substances, 231 

pore theory, 229ff., 233 

rules for organic nonelectrolytes, 231, 

238 

to water, 267 

Permeation by diffusion, 229 

of electrolytes and dissociation strength, 
247ff. 

rates, influence of ions, 270 

simultaneous measurements for water 
and organic nonelectrolytes, 269 
for water, 2B7ff. 

Peroxidase, 419 
Perturbation, 108 
pll enzymes and, 41 

influence upon narcosis, 365 
measurement, 65 

and number of charged groups in 
proteins, 139 

Phase boundary potentials of oil membranes, 
332ff. 
rule, 88 
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Phlorizin and intestinal absorption of sugars, 
54H 

in kidney function, 5fil 
Phosphate, and muscle contraction, 515 
Phosphatides in nerves, 351 

spherulitic and myelin forms, 273 
Phosphocreatine, in muscle, 480 
Phosphopyridine nucleotides, 408 
Phosphorylation cycle in nerve, 352 

and dephosphorylation in absorption, 
548ff., BIR 

Photosynthesis, long-range forces in, 113 
mechanism, 113 
quantum efficiency, 113 
Phrenosin, crystal structure, 156 
Phthiocerol, monolayers, 196 
Pinaeoid, defined, 176 
Plant cells, action potential, 316 
active transfer, 244, 251 
ions, 599ff. 

effect of polarization, 350 
electrical resistance of plasma mem- 
brane, 279 
narcosis, 369 

[Nitella)^ resistance during excitation, 
316 

permeability, antagonistic effect of 
uni- and pluri valent cations, 245ff. 
to inorganic ions, 344 
to water, 268 

relative impermeability to ions, 243, 
244 

tissue, conductivity, 324 
Plants, movements of, 452 
Plasma 4‘lcHrance, 574ff. 

Plasma, electrophoretic data, 138 

membrane, architecture analyzed by 
impedance measurements, 282 
as a biniolccular film, 277 
chemical composition, 272 
concept of, 278 
electrical resistance, 278 
its identification, 271 
as a mixed film, 273ff. 
as a mosaic, 276 

pH in nonelectrolyte solutions, 309 
scheme of its architecture, 274 
static capacity, 278 
thickness, 276ff. 

Plasm olysis, 229 

and permeation of water, 267 
Plasticizing, 179 

Plasticity, of protein monolayers, 2Dl 
Polarizability, anisotropy of, 1D3 


Polarization of aqueous solutions, 127 
counter-electromotive force, 847 
electric currents, 347ff, 
ellipsoid, 103 
of membranes, 317, 348 
in plant cells, 349 
Polyamides, fiber structure, 175 ’ 

Polyesters, fiber structure, 175 
viscosity, 134 

Polymers, linear, crystallization of, 171 
flexibility, 121 

mechanical properties, 177ff. 
viscosity and degree of branching, 132 
Polypeptide chain, and protein fibers, 181 
Polypeptides, bond lengths, 163 
folding and coiling, 297 
interfacial films, 191 

Polysaccharides, specific reaction and anti- 
body monolayers, 21 D 
Porous membranes, 317ff., 624ff. 
and narcotics, 3B6ff. 

Porphyrins, as monolayer penetrants, 297 
Potassium, in muscle, 466, 46B 
and myosin, 520 

Potential bioelectric, 64, 69, 71, SlSff., 331ff. 
chemical, 50 
diffusion, 17ff., 62, 71 
electrical, 59 
electrokinctic, 327ff. 
epsilon, (or e-potential), 327ff. 
liquid junction, 18, 61 
membrane, 67, 69, 71, 313ff., 62D, 634 
oxidation-reduction, 72, 632 
in plants, concentration effect, 345 
potassium effect, 345 
resting, in plants, 343 
standard electrode, 393 
thermodynamic and electrokinetic, 327 
zeta, (or ]'-potential), 84, 327ff., 347 
Powder photographs, 150 
Precipitation, immunochemical, composition 
of precipitates, 142 

Pressure displacement, mixed monolayers, 
203ff. 

effect on contractility, 490 
partial, Dalton's law, 116 
Prosthetic group, 398 
Protamine, in chromosomes, 184 
Protein, adsorption by fat droplets, 209 
amphoteric behavior, 81, 137 
character of bonds in native protein, 141 
charged groups in, 135ff. 
combination with ions, 138 
complexes with nucleic acids, 142 



SUBJECT INDEX 


673 


Protein, crystal structure, IBSff. 

crystals, as bipolar concervatcs, 1B5 
density and hydration, 
shrinkage on drying, 171 
swelling, IBS 
eydol hypothesis, 141 
denaturation, 140, 165, 1^3, 19 B, 3S8 
dipole moment and pH, 13!) 
dissociation constants, 138 
elcrtrokinetic properties, 84, Sli9 
evidence for folded configuration of 
chain, 140 
fibers, 181 
globular, 1^9 

hydration and dehydration, 295ff. 
hydrolysis of monolayer, mechanism, 
210 

infra-red absorption and hydrogen bonds, 
' 108 

isoelectric point, 83, 138 
membrane equilibrium 68, 79 
molecular weights, from analytical data, 
137 

from X-ray data, 164 
monolayers, 195ff. 

at liquid-liquid interface, 208 
pcnetralion, 206 
thickness, 213 
inullilayers, 212 

net charge and electrophoretic molulily, 

138 

point of maximum charge, distinguished 
from isoelectric point, 139 
produ[ls of hydrolysis, 135 
sequence of amino-ai id residues in, 137 
shape factor from electrophoretic mo- 
bility, 138 

size and shape, 295ff. 
spreading at air-liquid interface, 196 
titration curves, 82, 138 
vapor pressure isotherms, and hydration, 
125 

viscosity of aqueous solutions, and shape 
factors, 121 

zwitterion strui'ture, 83, 87 
Protoplasm porosity, 269 

submicroscopical structure, 219 
Protoplasmic streaming, 448 
effect of pressure, 490 
Protoplasts, interfacial tension, 273 
Pseud oglohulin, horse serum, dipole moment, 

139 

Psychosin, as monolayer penetrant, 207 


Purity, ambiguous concept in biochemistry, 
142 

Pyruvate oxidation, 422ff. 

Pyruvic acid formation, 422 

Quantum efficiency, photosynthesis, 113 
Quinhydronc electrode, 65, 73 
Quinone, 73, 394 

Ramie fiber, infra-red absorption, 108 
sec also “ cellulose 
structure, 179 
Rale, diffusion, 7-22 

X-ray diffraction, and position of water In 
fibers and gels, 129 
Reaction velocity, 23-44 
catalysis, 33ff. 
enzyme action, 39ff. 
temperature effect, 3 Iff. 

Rectifier effect, 34Btf. 

Red blood corpuscles, see erythrocytes 
electrophoresis, 328ff. 
permeability to organic ions, 337 
Redox indicators, 633 
Reduction-oxidation potentials, 72, 032 
Relaxation, active or passive, 599 
time defined, 118, 122 
solids, 134 

solutions in polar solvents, 122 
Renosin, 457 
Resins, 129 

synthetic, tensile strength and dispersion 
forces. 111 

Resistance, AC and DT, of cells, 279ff. 

frictional, in diffusion, 14ff. 

Resonance, 193 

Resorcinol, adsorbed by monolayers, 206 
Respiration, cyanidc-resisLant, 414 
cytochrome turnover rate, 407 
energetics, general treatment, 385ff. 
essential ions, 399 
general treatment, 375ff. 
oxygen supply, 379 
tension, 383 
weight, 375 

rates. Tables XXV and XXVI, 37 B, 378 
inhiliition, 399 
Respiratory enzymes, 397ff. 

distribution in active organs, 633 
quotient, 385 

quotients. Table XXVIII, 385 
systems, 398 

Reticulo-endothelia, vital staining, 265 
Reversibility chemical, 29 
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Ribonuclease, X-ray diagrams, 165 
Rigidity, boundary and electrophoresis, 327 
of gels, and hydration, 125 
of linear polymers, 178 
Rigor mortis, 467, 481 
Ringer’s solution, 291 
Rotating crystal diagrams, 151) 

Rubber, elasticity, and long-range dispersion 
forces, 112 
fiber structure, 175 
monolayers, 195 

similarity to muscle, 48fi, 487, 489 
Running, work done in, 592 

Saliva, osmotic pressure during rest and 
activity, 59GfF. 

Salivary fluid, formation, 595ff. 

gland, permeability, 596 
Salmine, adsorption, 215 
Salt bridge, 64 

effects, on diffusion, 20 
on solubility, 91 
swamping, 63 
Salting out effect, 390 
Saponin, as monolayer penetrant, 297 
Sarcolemma, function of, 472 
Schulze-llardy rule, 293, 393 
Screw axis, 181 

Sea-urchin eggs, cytolysis, 252 
interfacial tension, 273 
and permeability to water, 267 
Second law, thermodynamics, 47 
Sedimentation constant, defined, 119 

of linear pidymers, variation with 
concentration, 132 
equilibrium, 16 

and molecular weight, 117 
potentials, 83, 86 
rate, 118 
velocity, 16 
Semiquinone, 394 

Shape factor, and eleclrt)phoretii; mobility, 
138 

and hydration, 119, 139 
Sieve membranes, 233, 317ff., G20ff. 

and narcotics, 366ff. 

Silk fibroin, fiber structure, 182 
hydration, 126 

strength of highly oriented silk, 173 
Skin potentials, 319, 628 
Smectic, IBS 

Snake venom, digestiiiii of lecithin mono- 
layers, 211 


Sodium azide, effect on muscle respiration 
478 

Solid, crystalline nature of, 116 
Solubility activiLy coefficients, 53 
distribution coefficients, 90 
of gases, 88, 89 

influence of a second solute, 91 
Solubilization, 247, 336 

Solvation, and frictional resistance to motion, 
117 

and osmotic pressure, see also “hydra- 
tion,” 117 

and sedimentation rale, 119 
and viscosity, 120 
Solvent theory of permeability, 331 
Solvents as molecular sieves, 276 
Space lattice, defined. 150 
Space-group, defined, 151 
determination, 151 

Specific properties of macromolccules, often 
localized, IIS 

Specificity, of protein monolayers, 214ff. 
Spectrum, absorption, cytochrome oxidase, 
493 

cytochrome, 493 

Sphingomyelin, crystal structure, 156, 351 
Sphiiigosinc, 351 

in mixed monolayers, 297 
Spontaneous iiiovemenL of ions against 
eoncentration gradient, 526ff. 
processes, in thermodynamics, 47, 49 
Standard electrode pot entifds, 303 
Starch, 131, 157-163 
Steady stale, in ionic diffusion, 21 
Stearate, thallium, paratTystals, 168 
Stearic anilide, monolayers, photo-oxidation 
of, 211 

Stellate cells, vital staining, 265 
Step reactions, 221 
Sterols, crystal structure, 155 
monolayers, 195, 297 
monolayers, transferred, 213 
multilayers, 212 

surf a ce interaction with polycyclic hy dro- 
’ carbons, 204 

Stimulation, threshold, stretched muscle, 479 
Stokes’ law, 118 

Stomach glands, output of dyestuffs, 692 
sei-retinn, 599 

permeability to dyestuffs, 263 
Streaming potentials, 83, 86 
Streptococcus, monolayers of antigen, 213 
Stromata, chemical analysis, 272, 294 
electrophoresis, 328 



SUBJECT INDEX 


675 


Stromata, optical properties, .275, 277 
submicros eopic structure, 2DB 
Stromatolysis, 273 
“ Stromchentheoric,” 351 
ijuccinic dehydrogenase, 4Jl 
SuernsB hydrolysis, kinetics, 24, 32, 37 

infra-red absorption and hydrogen bonds, 
103 

Sugars, absorption in intestine, 544ff. 
and phosphorylation, 51 (J 
crystal structure, 157 
diffusion, 13 
osmosis, 78 

reabsorption in kidney, 5fil 
solutions, effect upon plasma membrane, 
3[)9ff. 

stereochemistry, 158 

Sulfonamides, appearance in gastric juice, 604 
Sulfur linkages, in protein fibers, 183 
Supercontraction, 183 
Surface activity of hydrocarbons, 361 
balance, 193 
excess, 189 

potential, 193ff., 20Bff,, 210 
pressure, 189, 193 

reactions, autoxidation, mechanism, 211 
compared to homogeneous reactions, 
210 

digestion of lecithin by snake venom, 

211 

hemin- catalyzed oxidation of linoleic 
acid, 210 

oxidation of iinsaturated acids, 211 
photo- oxidation of stearic anilide, 211 
protein hydrolysis, 210 
of shear and electrophoresis, 327 
tension, and concentration of solute, 191 
measurement, 188 
muscle contraction theory, 471, 517 
of protoplasts, 273 
of solutions of homologues, 188 
viscosity, of aliphatic alcohols, 194 
Suspensoid colloids, 303 
Swamping effect on electromotive force, 63 
Symmetry elements, statistical, 1B7 
operations, in spacing, 151 

Taetoid, 170 

Talcum powder, sedimentation volume and 
hydration, 129 

Tanning action of alkaline earths, 314 
Tartrazine, and spreading of proteins, 208 
Temperature and cell activity, B14 


Temperature effect on absorption in plant 
cells, 614 

on intestinal absorption, 54 B 
on muscle tension, 48B 
on reabsorption in kidney, 615 
activation theory, 32 
effects, 31ff. 

Arrhenins equation, 32 
biological processes, 33 
diffusion, 15 
viscosity, 15 

and electromotive force, 57 
and free energy, 55 
and vapor pressure, 55 
Tensile strength and residual forces, 111 
Tetanus, diffraction spectra in, 4B9 
Thermodynamic or epsilon potentials, 327ff. 
Thermodynamics, 45-57 
Thiamine, 424 

Thixotropic gels in ameba, 459 
Thixotropy, protein monolayers, 299 
theory, 119 

Thyroxine as activator of kidney, 5B2 
Tissue space, 242 

Titration curves, and electrophoretic mobility, 
138 

of native and denatured proteins, 149 
of proteins, 82, 138 

Tobacco mosaic virus, crystal structure, 160 
paracrystalline coacervates of, 179 
state of water, 165 

Toxin, diphtheria, adsorbed by multilayers, 
214 

inactivated by adsorption, 215 
surface inactivation, 209 
Transfer numbers in membranes, 347 
Transference, ionic, 62, 84 
Transphosphorylation, 449 
Traube’s rule, 188, 190, 297, 369ff. 
Tricarboxylic acid cycle, 425ff. 

Triglycerides, crystal structure, 15 B 
Triolein in mixed monolayers, 204 
Tripalmitin in mixed monolayers, 204 
Trypsin, monolayers, 291 
Tungstates, effect on protein monolayers, 
200, 298 
Tyrosinase, 419 

Ultra centrifuge, 16, 79, 119 
Unimolecular reactions, 23ff. 

Unit cell, defined, 151 
Univalent oxidation, 394 
Urea, in blood of elasmobranchs, 584 
excretion, 572, 578 
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Urea, output by the gills of teleosts, 587 
Urease, crystalline, 164 
Uric arid, secretion, 573 
Urine*, formation, 553ff. 
pH, 5 BO 

Valence, electronic theories of, D8 
Valency rule, 2D3, 303 

Vanadium pentoxide gels, anisotropy of 
flow, 1B9 

Vapor pressure depression, of solutions of 
. linear polymers, 134 
isotherms of proteins, and hydration, 
125 

lowering, as index to number of 
dissolved particles, IIB 
and osmotic pressure, 56 
and temperature, 55 
Velocity coefficient, 24 
diffusion, 7-22 
reaction, 23-44 
Verdoperoxidase, 419 
Virus, crystalline, 164 

influenza, adsorbed by erythrocytes, 214 
potentiation by adsorption, 214 
tobacco mosaic, adsorption by multi- 
layers, 215 
Viscosity, 15, 118 

and denaturation, 140 
“gross” and “molecular,” 135 
of homologous polymers in solution, 121 
and hydration, 128 
intrinsic, defined, 120 

and degree of molecular branching, 132 
of linear polymers, and flow in segments, 
134 

and molecular constants, 12 9 
of muscle, 592 
and solvation, 129 
variation with centrifugal force, 119 
Vital staining, 263 

Volume molecular, liquids, and dispersion 
forces. 111 


Volume molecular, and permeability, 233ff., 
533, 555, 558 

partial specific, defined, 117 
Vorticellidae, contractility, 451 

Water, absorption, 552 
active transfer, 270 
dielectric con, slant of thin film.s, 127 
dispersion, 123 

orientation in electrostatic field, 123 
and polarizability of, 123 
oxygeli content, 379 
permeability lo, 2[>7ff. 
structure of, 105 

supercooled, and apparent hydration. 
125 

transport as negative osmosis, 624ff. 
Weak acids and bases, distribution between 
glands and blood, 693 
and weak bases, permeation, 259 
physicochemical properties, 25J) 
Wetting properties of cells, 275 
Work content, 49, 54 
maximum, 49, 53 
osmotic, 53 

Xanthine oxidase, 415 

X-rays and crystal structure, principles, 149ff 
diffraction, determination of large spar 
ings, 173 

intensity relationships, 149 
in muscle, 463 
protein multilayers, 202 
and siibmieroscDpic structure, 295ff. 
X-rays, scattering of, 151 
Xylose, dimensions of molecule, 158 

Yeast, potassium intake with sugar, 468 
Young’s modulus, flax, 179 

Zein; monolayers, 291 

^-potentials, (zet a -potentials), 84, 327ff. 

ZwitterioD, 83, 87, 551 













